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Transfection particles 
Field of the invention 

The present invention relates to the field of nucleic acid delivery into higher 
eucaryotic cells, in particular for applications in gene therapy. The invention 
provides new transfection particles that are useful for transfecting higher 
eucaryotic cells in vitro and in vivo. 

Background of the invention 

A critical step of modern recombinant nucleic acid technology is the efficient 
transfection of cells in vitro and in vivo with foreign genetic material. 

Commonly, recombinant viruses are used for efficiently carrying foreign 
genetic material into cells in vitro and in vivo (Mulligan, 1993). Recombinant 
viruses are often cell specific which may be of advantage or disadvantage 
depending on the individual experiment. In addition to the foreign material 
they also carry their own genetic material and are highly prone to mutational 
changes during replication. In organisms with immune systems a further 
disadvantage of viruses in vivo is a possible unwanted immune response 
triggered by virus particles such as capsid antigens. Last but not least, even 
today the preparation of recombinant viruses for gene transfer is an 
expensive and laborious task. 

Virus-free nucleotide particles are also available for transfecting cells. For 
this purpose, complexes of nucleic acid molecules, counterion-condensed 
by cationic polymers (Tang and Szoka. 1997) or cationic lipids (Labatmoleur 
et aL, 1996), are employed for genetic transfer. These polymer and lipid 
condensed nucleic acid molecules are efficient at transfecting cells in 
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culture. Since these counterion-condensed nucleotides generally lead to 
multimolecular and polydisperse aggregates they are very poor at diffusing 
within a tissue or escaping blood vessels. 

Cationic detergents too have been shown to condense DNA into discrete 
particles (Behr, 1986) which, interestingly, can consist of only a single 
nucleic acid molecule (Melnikov et aL, 1995). However, detergents have a 
much higher water solubility than lipids and their fast release into the 
environment induces DNA-decondensation and detergent-related 
cytotoxicity. As a consequence, this class of amphiphiles is unable to 
transfect cells perse (Behr, 1993). 

Because of the importance of gene delivery for modern biological and 
medical research and therapy, for example gene therapy, there is a growing 
demand for stable, inexpensive and convenient transfection systems that 
are useful for in vitro and in vivo applications. 

Summary of the invention 

It was the object of the present invention to provide a novel transfection 
system for delivering nucleic acid into higher eucaryotic cells that 
circumvents the disadvantages of the cationic transfection systems of the 
state of the art. 

The present invention provides particles for transfecting higher eucaryotic 
cells with nucleic acid molecules in vitro and in vivo comprising one or more 
nucleic acid molecules condensed by organic cationic molecules, said 
particles being obtained by complexing the nucleic acid molecules with 
identical or different organic cationic precursor molecules without 
crosslinking nucleic acid molecules, and covalently linking the precursor 
molecules to each other on the nucleic acid template. 
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The particles of the invention are, due to the use of snDall cationic precursor 
molecules instead of larger cationic molecules, essentially free of 
aggregated nucleic acid. Furthermore, the particles are stabilized by the 
dimeric or oligomeric cationic molecules formed by covalent linkage of the 
precursor molecules. 

In the following, unless otherwise defined, for simplicity, the term DNA is 
used for both DNA and RNA. 

The stability of the particles should be reversible in order to make the DNA 
available for its desired biological effect in the cell. To this end, in a 
preferred embodiment of the invention, the linkage between the cationic 
molecules is reversible under the conditions that the particles are faced 
after entry into the cell. The break of the linkage may be triggered by the 
slightly acidic environment and/or the reducing conditions and/or enzymatic 
machinery of the cellular compartments, e.g. the endosomes. 

The cationic molecules that condense the DNA are obtained by covalentiy 
linking the cationic precursor molecules, 

Cationic precursor molecules according to the invention are defined in that 
they are building blocks for the preparation of the cationic molecules that 
keep the DNA condensed. 

The general concept of the invention requires one or more at least 
bifunctional precursor molecules that are on the one hand cationic in order 
to complex nucleic acid molecules essentially without aggregating or 
crosslinking it, and on the other hand capable of covalentiy linking to 
identical or different cationic precursor molecules of the particle structure for 
stabilizing that particle. 
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A function for covalently linking to identical or different cationic precursor 
molecules for stabilizing a novel transfection particle can be characterized 
by different and complementary functions or identical functions. An example 
of an identical function is a thiol that is capable of providing a disulfide 
bridge between identical or different precursor cationic molecules. 
Depending on the number of functions for linking on a single cationic 
precursor molecule the cationic molecules can be dimers or oligomers of 
different or identical precursor molecule. Therefore, the invention also 
relates to transfection particles characterized in that the cationic molecules 
are prepared from demised or oligomerized identical and/or different 
cationic precursor molecules. 

The cationic function for condensing nucleic acid molecules is generally a 
basic function that acquires an additional hydrogen under physiological 
conditions and therefore becomes positively charged. An example of such a 
cationic function is an amino function or a derivative thereof. Alternatively, 
the cationic function is a quarternaryzed amine which does not require 
protonation. 

In a preferred embodiment of the invention, the precursor molecules are 
cationic detergent molecules that satisfy the above-defined requirements. 

In this preferred embodiment, the invention is based on the consideration of 
the basics of supramolecular chemistry and takes advantage of the 
essential features of two types of DNA delivery agents (cationic surfactants 
on the one hand and cationic lipids on the other hand) towards the 
formation of stable transfection particles reminiscent of vimses. Exemplified 
for this preferred embodiment, the principle of the invention is schematically 
depicted in Fig. 1: anionic DNA molecules are condensed individually with 
an appropriately designed cationic detergent and the resulting neutral 
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particles are 'frozen' by chemically converting the detergent (the cation ic 
precursor molecule) on the template DNA into a lipid via air-induced 
dimerization. 

The detergent molecules of the invention comprise a cationic polar part, an 
unpolar part and a reactive function for linking to other detergent molecules. 
When two or more detergent molecules are linked to each other the 
detergent character of the original precursor molecules is reduced and they 
are then defined as lipids because of their lipophilic character and structural 
similarity to lipids. At this point the reader should be reminded that 
transfection particles prepared by adding plain lipids to nucleic acid 
molecules result in large multimolecular and polydisperse aggregates 
(Labatmoleur et al., 1996) and are not part of the claimed invention. 

In a further aspect, the present invention is related to transfection particles 
wherein the cationic molecules are lipid molecules prepared from detergent 
molecules linked to one or more identical or different detergent molecules in 
the presence of nucleic acid molecules. 

In a preferred embodiment the invention relates to transfection particles 
wherein the cationic molecules are prepared by dimerization or 
oligomerization of detergent molecules. Obviously, the detergents can be 
identical or different in structure. 

In general, cationic detergent molecules for use as cationic precursor 
molecules can be characterized by their distinct functional features. 

In a further aspect of the invention transfection particles are characterized in 
that the cationic detergent molecules comprise: 

a) at least one function for binding to one or more other detergent 
molecules, 
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b) at least one lipophilic residue, 

c) a non-toxic recipient backbone, 

d) a cationic group for binding to DNA. 

Functional residues for binding to precursor molecules are, for example but 
not limited to, thiol residues that react to provide disulfide bridges (-S-S-), 
acid hydrazides and aldehydes that provide hydrazones (-C=N-N-), amines 
and aldehydes that provide Schiff bases (imines.-C=N-). and amines that 
react with ethylene residues that are suitably substituted (e.g. halides) to 
provide enamines (-C=C-N-). 

In this respect, the transfection particles are preferably characterized in that 
the function of the cationic detergent molecules for binding to other 
detergent molecules is selected from dimerizable and polymerizable 
functions, such as thiols, acid hydrazides, aldehydes, amines, and ethylene 
residues that are suitably substituted to provide enamines. 

Preferably, a transfection particle is characterized In that the lipophilic 
residue of the detergent molecule is selected from lipophilic amides, esters 
or ethers. The lipophilic functions of the cationic molecules are critical when 
using detergents as precursor molecules since the lipophilic residues 
detemiine the critical micelle concentration of the detergent precursor that is 
suitable to provide discrete particles at a desired concentration. The higher 
the desired DNA concentration, the higher the c.m.c. of the detergent needs 
to be. 

For binding to nucleic acid molecules the preferred functional residues of 
cationic molecules and especially for detergent molecules are amines or 
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other basic and cationic derivatives thereof. Suitable amines and derivative 
are discussed further below. 

Preferably, a transfection particle of the invention is characterized in that the 
function for binding to nucleic acid molecules is selected from an amine or 
derivative thereof. 

The amino functions suitable for the invention depend on their ability to 
provide positive charges for binding nucleic acid molecules reversibly by 
charge dependent ionic forces. The ability of amines and derivatives to be 
positively charged under physiological conditions depends on the structural 
proximity of the amine. Some structures with close and strong electron 
drawing substituents may therefore not be basic enough under physiological 
conditions. Preferably, amino functions of cationic molecules of the 
invention are strongly basic. One very basic and physiologically acceptable 
amino function is guanidine which is especially useful for the cationic 
molecules of the invention. A further example for a suitable amino function 
is amidine. Both of these functions exhibit a strong interaction with 
phosphate diester groups. 

Preferably, a transfection particle of the invention is characterized in that the 
function for binding to nucleic acid molecules is guanidine. 

The requirements for the recipient backbone for detergent molecules 
according to the invention are obvious, convenient to prepare and non-toxic 
to cells. 

In a preferred embodiment, the invention relates to transfection particles 
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wherein the cationic precursor molecules correspond to general formula I 



Ri denotes (Ci-Cio-alkylene)-SH, wherein the alkylene radical may 
represent a straight chained or branched hydrocarbon; 

R2 denotes -NR4R5. -NHR4R5*, -N(R4)2R5^ -C(=NR4)NR5R6, -C(=X)-Ci. 
Cio-alkylene, wherein the alkylene radical may represent a straight chained 
or branched hydrocarbon and may be substituted by up to four dialkyi amino 
groups or a thiomonosaccharide; 

R3 denotes Cs-Cso-alkyl, straight chained or branched and optionally 
substituted preferably with one or more halogen atom(s) or dialkyi amino 
group(s). or 

Cs-Cao-alkenyl, straight chained or branched having up to ten 
C=C-double bonds and is optionally substituted preferably with one or more 
halogen atom(s) or dialkyi amino group(s), or 

Cs-Cao-alkinyl, straight chained or branched having up to ten 
C=C-triple bonds and is optionally substituted preferably with one or more 
halogen atom(s) or dialkyi amino group(s), or 




(I) 



wherein 



Ce-Cio-aryl optionally substituted, or 
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C7-Ci6-aralkyl optionally substituted, or a 

Cs-Cao-aikyl-chain interrupted by up to 10 amino groups -NR4- and 
having optionally an amino-group which is optionally substituted by 
an amino acid; 

R4, R5 and Re denote independently from each other hydrogen or 
Ci-C4-alkyl; 

X denotes O or S; 

Y denotes C=0 or C=S and 

Z denotes O, S or -NR4-. 

In a more preferred embodiment, the invention relates to transfection 
particles characterized in that the cationic precursor molecules correspond 
to general formula i wherein 

Ri denotes (Ci-C6-alkylene)-SH, wherein the alkylene radical may 
represent a straight chained or branched hydrocarbon; 

R2 denotes -NR4R5. -NHR4R5". -N(R4)2R5^. -C(=NR4)NR5R6, -C(=X)-Ci- 
C4-alkylene, wherein the alkylene radical may represent a straight chained 
or branched hydrocarbon and may be substituted by up to four amino 
radicals -NR4R5 or a monosaccharide; 

R3 denotes C5-C2o-alkyl, straight chained or branched and optionally 
substituted preferably with F, CI. Br or -NR4R5, or 
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C5-C2o-alkenyl, straight chained or branched having up to five 
C=C-double bonds and is optionally substituted preferably with F. CI, 
Br or -NR4R5, or 

C5-C2o-alkinyl. straight chained or branched having up to five C=C- 
triple bonds and is optionally substituted preferably with F, CI, Br or - 
NR4R5, or 

Cs-Cio-aryl optionally substituted preferably with CrC4-alkyl, F, CI, Br 
or -NR4R5. or 

C7-Ci4-aralkyl optionally substituted preferably with Ci-C4-alkyl, F. CI, 
Br or -NR4R5. or 

a C5-C2o-alkyl chain interrupted by up to 10 amino groups -NR4- and 
having optionally an amino-group which is optionally substituted by 
an amino acid; 

R4, R5 and Re denote independently from each other hydrogen or 
Ci.C4-aIkyl; 

X denotes O or S; 

Y denotes C=0 or C=S and 

Z denotes O, S or -NR4-. 

In an even more preferred embodiment, the invention relates to transfection 
particles wherein the cationic precursor molecules according to the general 
structure described above are substituted as follows: 
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Ri denotes (Ci-C3-alkylene)-SH, wherein the alkylene radical may 
represent a straight chained or branched hydrocarbon; 

R2 denotes -NR4R5. -NHR4R5*. -N(R4)2R5^ -C(=NR4)NR5R6, -C(=X)-Ci- 
C4-alky[, wherein the alkyi radical may represent a straight chained or 
branched hydrocarbon and may be substituted by up to four amino radicals 
-NR4R5, or a Ce-monosaccharide; 

R3 C5-Ci2-alkyl, straight chained or branched and optionally substituted 
preferably with F, CI, Br or -NH2, or a 

C5-Ci5-alkyl chain interrupted by up to 7 amino groups -NR4- and 
having optionally a -amino-group which is optionally substituted by the 
amino acid cysteine; 

R4, R5 and Re denote independently from each other hydrogen or methyl, 
ethyl, propyl, iso-propyl, n-butyl, iso-butyl or tert.-butyl; 

X denotes O or S; 

Y denotes C=0 or C=S and 

Z denotes O, S or -NR4-. 

In a most preferred embodiment, the invention relates to transfection 
particles wherein the cationic precursor molecules according to the general 
structure described above are substituted as follows: 



Ri denotes -CH2-SH; 
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R2 denotes -NH2, 'NHz\ -C(=NH^2)NH2. -C(=0)-Ci-C4-alkyi straight 
chained or branched and optionally substituted with F, CI, Br or -NH2 

or an ornithine radical or a S-galactosyl radical; 

R3 denotes a Ce-Cis-aikyl radical straight chained or branched and 
optionally substituted preferably with F, CI, Br or -NH2, 

Y denotes C=0; 

Z denotes O or -NH-. 

Preferred are transfection particles wherein Ri is Ci.C4-alkylene-SH. More 
preferred are transfection particles wherein Ri is a methylenethiol. 

Preferred are transfection particles wherein R2 is an amine. More preferred 
are transfection particles wherein R2 is a guanidine. Also more preferred are 
transfection particles wherein R2 is an ornithine. 

Preferred are transfection particles wherein R3 is a decyl radical. 

Preferred are transfection particles wherein Y is a carbonyl. 

Also preferred are transfection particles wherein Z is an amine. 

Most preferred are transfection particles wherein Ri is a methylenethiol, R2 
is a guanidine, R3 is a decane, Y is a carbonyl, Z is an amine, and 
pharmaceutically acceptable salts thereof. 
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Especially preferred are transfection particles wherein the cationic molecule 
is N-decyl-2-guanidinium-cysteine. 

Also most preferred are transfection particles wherein Ri is a 
methylenethiol, R2 is an ornithine. R3 represents a straight chained decyl 
radical, Y is a carbonyl, Z is an amine, and pharmaceutically acceptable 
salts thereof. 

Also especially preferred are transfection particles wherein the cationic 
molecule is N-decyl-2-omithinyl-cysteine. 

C-j-Ce-alkyl generally represents a straight-chained or branched 
hydrocarbon radical having 1 to 6 carbon atoms which may optionally be 
substituted by one or several halogen atoms - preferably fluorine - which 
may be identical to one another or different. The following radicals may be 
mentioned by way of example: 

methyl, ethyl, propyl, 1 -methylethyl (Isopropyl), butyl, 1-methylpropyl, 

2- methylpropyl, 1 ,1-dimethyiethyl, n-pentyl, 1-methylbutyl, 2-methylbutyl, 

3- methylbutyl, 1,1-dimethylpropyl, 1,2-dimethylpropyl, 2,2-dimethylpropyl. 

1- ethylpropyl, hexyl, 1-methylpentyl. 2-methylpentyl, 3-methylpentyl, 

4- methylpentyl, 1,1-dimethylbutyl, 1 ,2-dimethylbutyl, 1 ,3-dimethylbutyl, 
2,2-dimethylbutyl, 2,3-dimethylbutyl, 3,3-dimethyIbutyl. 1-ethylbutyl. 

2- ethylbutyl, 1.1,2-trimethylpropyl, 1 ,2,2-trimethylpropyl. 1-ethyl-1- 
methylpropyl and 1 -ethyl-2methyl-propyl. 

The same definition applies accordingly to alkanediyi radicals. 

Cs-Cao-alkyI refers specifically to a straight-chained or branched 
hydrocarbon radical having 5 to 30 carbon atoms - for example pentyl, 
hexyl, heptyl, octyl. nonyl, decyl, undecyl, dodecyl, tridecyl, tetradecyl, 
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pentadecyl, hexadecyl, dodecadecyl, nonadecyl, eicosyl, henicosyl, docosyl 
and triacontyl. 

Unless otherwise stated, lower alky! groups having 1 to 5 carbon atoms 
such as methyl, ethyl, n-propyl, isopropyl, n-butyl. tert.-butyl. n-pentyl or iso- 
pentyl are preferred. The same definition applies to alkandiyi radicals. 

Alkenyl in general represents a straight-chained or branched hydrocarbon 
radical having 3 to 20 carbon atoms and one or more double bonds, 
preferably one double bond, which may optionally be substituted by one or 
several halogen atoms - preferably fluorine - which may be identical to 
another or different. Examples include: 

2-propenyl (allyl). 2-butenyl, 3-butenyI, 1-methyl-2-propenyl, 2-methyl- 
2-propenyl, 2-pentenyl, 3-pentenyl, 4-pentenyI, 1-methyl-2-butenyl, 

2- methyl-2-butenyl, 3-methyl-2-butenyl, 1-methyl-3-butenyl, 2-methyl- 

3- butenyl, 3-methyl-3-butenyl, 1,1-dimethyl-2-propenyl, 1 ,2-dimethyl- 
2-propenyl, 1-ethyl-2-propenyl, 2-hexenyl, 3-hexenyl, 4-hexenyl, 5-hexenyl. 

1- methyl-2-pentenyl, 2-methyl-2-pentenyl, 3-methyl-2-pentenyl, 4-methyl- 

2- pentenyl, 1-methyl-3-pentenyl. 2-methyl-3-pentenyl, 3-methyl-3-pentenyl, 

4- methyl-3-pentenyl, 1-methyl-4-pentenyl, 3-methyl-4-pentenyl, 4-methyl- 
4-pentenyl, 1,1-dimethyl-2-butenyl, 1,1-dimethyl-2-butenyl, 1,1-dimethyl- 

3- butenyl, 1 ,2-dimethyl-2-butenyl, 1,2-dimethyl-3-butenyl, 1 ,3-dimethyl- 
2-butenyl. 1 ,3-dimethyl-3-butenyl, 2,2-dimethyl-3-butenyl. 2,3-dimethyl- 
2-butenyl, 2,3-dimethyl-3-butenyl, 1-ethyl-2-butenyl, 1-ethyl-3-butenyl, 
2-ethyl-1-butenyl, 2-ethyl-2-butenyl. 2-ethyl-3-butenyl, 1,1,2-trimethyl- 
2-propenyl, 1-ethyl-1-methyl-2-propenyl and 1 -ethyl-2-methyl-2-propenyl. 

Alkinyi in general represents a straight chained or branched hydrocarbon 
radical having 3 to 20 carbon atoms and one or more triple or one or more 
triple and double bonds. 
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2-propynyl (propargyl). 2-butynyl, 3-butynyl. 1-methyl-2-propynyl, 2- 
pentynyl. 3-pentynyl, 4-pentynyl, 1-methyl-2-butynyl, 1-methyl-3-butynyl. 

2- methyl-3-butynyl. 1.1-dimethyl-2-propynyl. 1-ethyl-2-propynyl. 2-hexynyl, 

3- hexynyl, 4-hexynyl, 5-hexynyl, 1-methyl-2-pentynyl, 4-methyl-2-pentynyl. 
1-nriethyl-3-pentynyl, 2-methyl-3-pentynyl, 1-methyl-4-pentynyl, 3-methyl- 

4- pentynyl. 1.1-dimethyl-2-butynyI, 1.1-dimethyI-3-butynyl. 1 ,2-dimethyl- 
3-butynyl. 1,3-dimethyl-2-butynyl. 1,3-dimethyi-3-butynyl, 2.2-dimethyl- 
3-butynyl. 2,3-dinnethyl-2-butynyl, 2.3-dimethyl-3-butynyl, 1-ethyl-2-butynyl. 
1-ethyl-3-butynyl, 2-ethyI-3-butynyl and 1-ethyl-1-methyl-2-propynyl. 

Monosaccharides in the nneaning of the present invention represent C5- and 
prerferably Cg- monosaccharides and are for example selected from the 
following group: 

galactose, lactose, glucose, arabinose , fructose, sorbose, xylose, ribose, 
mannose each of them in their D- or L-form. 

Aryl in general represents an aromatic radical having 6 to 10 carbon atoms 
- also in combinations, it being possible for the aromatic ring to be 
substituted by one or more lower alkyi group(s), alkoxy group(s). nitro 
group(s), amino group(s) and/or one or more halogen atom(s) - which are 
identical to one another or different. The preferred aryl group is mentioned - 
unless otherwise stated - phenyl. 

AralkyI in general represents an aryl radical having 7 to 14 carbon atoms 
which is bonded via an alkylene chain, it being possible for the aromatic ring 
to be substituted by one more lower alkyI group(s), alkoxy group(s). nitro 
group(s), amino group(s) and/or one or more halogen atom(s) - which are 
Identical to one another or different AralkyI radicals having 1 to 6 carbon 
atoms in the aliphatic partial structure and 6 to 10 carbon atoms In the 



wo 99/29349 




PCT/EP98/07695 



16 



aromatic part are preferred. Preferred aralkyi radicals which may be 
mentioned - unless otherwise stated - are: benzyl, phenethyl and 
phenylpropyl. 

Alkoxy in general represents an O-alkyI radical wherein alky! is as defined 
above. Preferred alkoxy radicals have lower alkyi groups as defined above. 

Alky! or dialkylamino represents an amino radical substituted by one or two 
alkyi groups which are identical to one another or different: Preferred alkyI 
or dialkylamino substituents are amino radicals having one or more lower 
alkyi groups. 

In a further embodiment of the invention, the organic cationic precursor 
molecule is free of a lipophilic residue. Suitable molecules of this type are 
able to bind to DNA molecules without crosslinking or aggregating them. To 
fulfill this requirement, they should be small enough to adhere to a single 
DNA molecule only, without binding to one or more other DNA molecules. In 
addition, the cationic molecules contain functions that allow them to be 
covalently linked to other identical or different cationic precursor molecules. 
The requirements for the functional groups are the same as described for 
the detergent precursor molecules. Cationic molecules can be tested for 
their suitability for the present invention by contacting them with DNA and 
physically examining the obtained complexes for particle size, e.g. by 
electron microscopy, laser light scattering or atomic force microscopy, 
before and after covalent linkage. Suitable cationic molecules show no 
aggregate formation before or after linkage; on the other hand, they must 
exhibit particle formation after linkage, optionally also before linkage. 

Cationic non-lipophilic precursor molecules may be selected from the group 
comprising molecules with a backbone carrying positively charged groups. 
The backbone is not critical, it may be any organic molecule that carries a 
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positive charge, either in the main chain or in a side chain. As an example, 
the backbone is a peptide, the positive charges are provided by positively 
charged amino acids, e.g. lysine, arginine. ornithine. Suitable positively 
charged groups may be the same as defined above for the detergent 
molecules. Provided that they fulfill the above requirements, the organic 
cationic precursor molecules may be those that are disclosed in 
WO 93/07283 for complexing DNA. 

The functional groups for covalent linking may be provided by the backbone 
itself, e.g. if the molecule is a peptide and has cysteine residues, or they 
may be obtained by linking them to the backbone. 

AlkyI or dialkylamino represents an amino radical substituted by one or two 
alkyi groups which are identical to one another or different. Preferred alkyi 
or dialkylamino substituents are amino radicals having one or mere lower 
alkyi groups. 

In a preferred embodiment transfection particles are characterized in that 
the cationic precursor molecule is an amine or polyamine. 

In a particular preferred embodiment transfection particles are characterized 
in that the cationic precursor molecule is spermine-N1, N12-bis- 
cysteineamide (SC2). 

The aforementioned spermine derivative fulfills all requirements necessary 
for practicing the invention. Primary and secondary amines provide cationic 
functions under physiological conditions and two thiol groups allow for 
dimerization or even oligomerization without crosslinking or aggregating 
DNA. 

The cationic precursor molecule spermine-N1 ,N12-bis-cysteineamide (SC2) 
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can be prepared from commercially available reagents, in the experiments 
of the invention the biophysical parameters of transfection particles 
prepared with SC2 were determined and it was shown that, as opposed to 
particles prepared with spermine, they are stable. 

The SC2 molecule is composed of a spermine molecule linked via an amide 
bond to two cysteine molecules having two free thiol functions. The choice 
of these two molecules is rather critical. Spermine as well as other 
polyamines, e.g. putrescine, spermidine, is implicated in maintaining viral 
DNA in condensed form. Various in vitro studies have shown that 
polyamines compact DNA. and under optimal conditions spermine is 
capable of condensing DNA into toroid structures of 0.1 pm diameter. 
Nevertheless these toroids are, although relatively stable over time, 
sensitive to the saline concentration of the medium. As a matter of fact, at a 
concentration of 150 mM NaCI (which is the ionic strength of the cell culture 
medium) spermine decompiexes from the DNA which results in the loss of 
the toroid stmctures. Therefore particles of DNA complexed with spermine 
cannot be utilized for transfection. In order to stabilize the particle structure 
of the DNA complex, two groups carrying a free thiol function each are 
grafted at each end of the spermine. Under certain optimized conditions, the 
SC2 molecules present in the minor groove of the DNA, which serves as a 
template, will bind to each other via a disulfide bond, thus providing a 
backbone for the DNA which is capable of stabilizing the toroid 
conformation. 

The invention is by no means limited to one type of cationic precursor 
molecules within the transfection particle. The transfection particles may be 
prepared by covalently linking two or more different cationic precursor 
molecules. It is obvious that for cationic precursor molecules to be linked to 
different cationic precursor molecules, they must be complementary and 
therefore different from the other reaction partner with regard to their 
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functional groups. Cationic precursor molecules of the Invention may also 
provide a structural variety beside the functional variety for linking other 
cationic precursor molecules. For specific applications, an expert of the art 
may find it useful to design transfectlon particles that satisfy specific 
requirements by combining structurally different cationic precursor 
molecules. 

Transfectlon particles have to be stable for the time needed to reach their 
destination, e.g. target cell or tissue. At the target site, e.g. within a target 
cell, it is of course necessary to make the nucleic acids of the transfectlon 
particles available to that cell. 

Material foreign to cells is generally taken up by endocytosis and passes 
through a series of compartments, inter alia endosomes. Within 
endosomes, the foreign material is confronted with conditions such as a 
more acidic pH of about 6 and a great variety of enzymes, especially 
hydrolases. Transfectlon particles according to the invention can be taken 
up by cells and consequently be transferred to endosomal compartments. 
Within the intracellular compartments, the transfectlon particles of the 
invention encounter conditions that cause their disassembly, in particular by 
cleavage of the dimeric or oligomeric cationic molecules, thereby releasing 
the nucleic acids for decondensation. Typical break of cationic molecules is 
caused by the reduction of disulfide bridges; examples for acid labile 
linkages are hydrazones, Schiff bases (imines), enamines, acetal or ketal 
functions. It should be noted that the invention is by no means limited to the 
bonds mentioned above for endosomal cleavage and that an expert of the 
art is aware of alternative bonds that fulfill the requirements for cationic 
molecules and are cleavable in the endosomes or other intracellular 
compartments. 

Therefore, in a preferred embodiment of the invention, the transfectlon 
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particles are characterized by a linkage between the cationic molecules 
which Is degradable under the conditions of the intracellular compartments. 

The novel transfection particles are useful for transfecting cells with nucleic 
acid molecules in vitro as well as in vivo. The novel transfection particles 
are especially useful for transfecting higher eucaryotic cells in vitro and in 
vivo. 

For efficient delivery of nucleic acid molecules it may be desirable to provide 
specific cellular targeting functions. This is important for in vivo applications 
to target genes into specific cells, tissues or organs. Transfection efficiency 
may further be increased by the enhanced endocytotic uptake of the 
particles into the cells once they are bound to the target cells. 

In a further aspect, the invention therefore relates to transfection particles 
characterized in that they additionally carry one or more functions for 
specific cellular targeting and/or facilitating endocytosis. 

Efficient cellular uptake of the transfection particles can be achieved by 
ligands that bind to cellular structures on the cell surface and/or trigger 
internalization of the bound structures. 

The cellular targeting functions are, for example, either protein ligands or 
sugar residues. Examples for ligands are immunoglobulins and fragments 
or derivatives thereof, lectins, adhesion molecules, cytokines or 
chemokines, as well as small organic structures, e.g. sugar residues, that 
recognize specific cellular surface structures and are capable of specific 
targeting and/or internalization. Well-established examples for targeting 
functions are transfenin, folic acid, RGD peptide, and a great number of 
monoclonal and polyclonal antibody. Any ligand that is capable of binding to 
the target cell and internalizing the particles into the cell may be used. 
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examples for suitable ligands that may be used in the present invention are 
given in WO 93/07283. 

Therefore, in a preferred embodiment the invention relates to transfection 
particles characterized In that the targeting and/or endocytotic function is a 
cellular protein ligand. 

In a further embodiment the invention relates to transfection particles 
according to the invention wherein the targeting and/or endocytotic function 
is a sugar residue. 

In addition to targeting ligands, the particles of the invention may contain a 
function that enables them to cross cellular membranes, either by 
membrane fusion, disruption or pore formation (in the following, this function 
is termed endosomolytic function). In case the cationic precursor molecules 
are detergents, they have perse a membrane destabilizing/endosomolytic 
function. If the covalent linkage is bioreversible and therefore broken down 
in the cellular environment, the detergent molecules can exert their 
endosomolytic function. Alternatively or in addition to the detergent's 
membrane destabilizing function, this function may be provided by 
endosomolytic agents. Examples for suitable endosomolytic agents that 
may be used in the present invention, are disclosed in WO 93/07283. 
Preferred examples for endosomolytic agents are inactivated adenovirus 
particles, membrane active peptides (i.e. fusogenic or lytic peptides, 
examples of which have been disclosed in WO 93/07283 and by Plank et 
al., 1994; Mechtler and Wagner, 1997; Gottschalk et al., 1996; the DNA 
binding membrane active peptide disclosed by Wyman et al., 1997; the 
amphipathic cationic peptide gramicidin disclosed by Legendre and Szoka, 
1993 and Legendre and Supersaxo. 1995), and pH sensitive surfactants 
such as N-alkyl-imidazoles which are disclosed by Wilson et al; 1987 
Hughes et al., 1996 and by the references therein. 
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The targeting and/or endosomolytic functions of the transfection particles of 
the invention may be covalently linked to few. many or all cationic molecules 
of the invention and may be identical or different targeting functions within a 
single transfection particle. The presence of targeting/endosomolytic 
function, both in terms of type and amount, depends on the specific 
application, in particular on the cell type to be reached and may be adjusted 
to the particular requirements. In general, the percentage of cationic 
molecules that carry such functions may be about 1 to 80 %, preferably 
about 10 to 50 %. 

An example of a precursor molecule with a targeting function that is capable 
of binding covalently to precursor molecules of the cationic molecules of the 
invention is a lipophilic galactosyl cysteine (Remy et al., 1995) (see 
example 5). Although this lipophilic galactosyl cysteine does not provide per 
se the functionality required for complexing nucleic acid molecules it is 
capable of covalently binding to cationic precursor molecules to provide 
cationic molecules (heterodimers) that are part of the transfection particles 
of the invention. Galactosyl residues are known to be targeting functions 
specifically recognized by liver cells. 

The targeting/endosomolytic function may also be present in the form of a 
conjugate, wherein it is attached to a DNA binding molecule that is present 
In addition to the olimerisable precursor molecule. This molecule may be a 
oligocation like oligolysine or a polymer like polyethyleneimine without 
dimerizable functions. These targeting/endosomolytic conjugates may be 
added to the other complex partners of the transfection particle before or 
during complex formation. 
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The ligand/endosomolytic function may be incorporated into the transfection 
particles in the following ways: 

a) providing the cationic precursor molecules and/or non-oligomerizable 
small DNA binding molecules that are equipped with a 
targeting/endosomolytic function before or during complex formation; 

b) attaching the targeting/endosomolytic function to the cationic 
precursor molecules and/or or non-oligomerizable small DNA binding 
molecules after complex formation before or during covalently linking 
the precursor molecules; 

c) attaching the targeting/endosomolytic function after covalently linking 
the precursor molecules. 

In the case of b) and c) the precursor molecules or non-oligomerizable 
molecules are equipped with a reactive group that allows for binding the 
targeting/endosomolytic function. Reactive group means chemically 
reactive, e.g. activated esters, disulfides, or allowing for biochemical 
interaction, e.g. streptavidin/biotin binding (in this case the molecule is 
equipped with streptavidin or biotin to react). The reactive group must be 
selected such that it does not interfere with the process of covalently linking 
the precursor molecules. 

The embodiment a) has the advantage that the molecules carrying the 
targeting/endosomolytic function can be prepared in advance in purified 
form in larger amounts and are readily available as well-defined reagents. 
This embodiment is in particular applied for the endosomolytic function 
when it is desirable to have this function within the transfection particle. 

Embodiments b) and c) are preferred for large ligands, like protein targeting 
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ligands, or endosomolytic agents like adenoviruses because these 
ligands/agents may interfere with cxDndensation of DNA complexes to small 
particles. It is an advantage of these embodiments that it they guarantee 
that the function is located at the surface of the particle. Embodiment c) is 
additionally advantageous if the ligand is sensitive to the conditions used for 
condensing and/or covalently linking of precursor molecules. 

In a further embodiment, the present invention is directed to transfection 
particles in which the targeting function is provided by a sugar residue. 

In a preferred embodiment, the sugar is galactose. 

In another preferred embodiment, the sugar is mannose. 

In a further embodiment, the endosomolytic function is provided by a 
fusogenic peptide. 

Methods for attaching agents providing targeting/endosomolytic functions, 
e.g. small organic molecules such as sugars or larger structures such as 
proteins or entire viruses, to the cationic molecules are available to the 
expert. 

Binding by chemical methods can be effected in the manner which is already 
known for the coupling of peptides and. if necessary the individual components 
may be provided with linker substances before the coupling reaction (this 
measure is necessary if there is no functional group available which is suitable 
for the coupling, e.g. a mercapto or alcohol group). The linker substances are 
bifunctional compounds which are reacted first with functional groups of the 
individual components, after which the modified individual components are 
coupled. 
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Coupling may be carried out by means of 

a) disulpliide bridges, which can be cleaved again under reducing conditions 
(e.g. when using succinimidyl-pyridyldithiopropionate); 

b) compounds which are substantially stable under biological conditions 
(e.g. thioethers by reacting maleimido linkers with sulfhydryl groups of the 
linker bound to the second component); 

c) bridges which are unstable under biological conditions, e.g. ester bonds, 
or acetal or ketal bonds which are unstable under slightly acidic 
conditions; 

d) reactive groups like isothiocyanate, activated esters; 

e) reactive coupling of aldehydes with amino groups. 

In a preferred embodiment, the nucleic acid of the transfection particles is 
DNA. 

The DNA may be linear or circular, single-stranded or double stranded. 
Concerning the size of the DNA, the invention allows for a wide range 
between small oligonucleotides containing approximately 20 nucleotides 
and very large molecules like artificial chromosomes of ca. 100 to 2000 kb. 

In a preferred embodiment, the particles are monomolecular with respect to 
the DNA, which means that they contain a single DNA molecule. This 
embodiment is particularly useful for the delivery of DNA in vivo where it is 
desirable to apply small particles in order to overcome the size limitations of 
the physiological barriers. 
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Furthermore, the availability of monomolecular discrete stable particles is 
advantageous for the delivery of large DNA molecules in vitro and in vivo 
because such particles are more readily taken up by cells than large 
aggregates. 

The particles may, however, contain more than one DNA molecules, in 
particular when smaller DNA molecules like oligonucleotides are applied. 

The particles of the invention are generally spherical in structure, their 
diameter may vary from approximately 25 nm (In case of plasmid DNA) to 
several hundred nm. It has been found that the volume of the formed 
particles is directly proportional to the length of DNA. This strongly suggests 
that the condensation of the DNA molecules is monomolecular. 

In a further aspect, the invention comprises the use of cationic molecules 
and/or cationic precursor molecules for preparing novel nucleotide 
transfection particles. 

In a further aspect, the invention comprises a method for preparing 
transfection particles, characterized in that cationic precursor molecules are 
added to nucleic acid molecules in a suitable buffer, allowed to form 
complexes with the nucleic acid and allowed to covalently link to identical or 
different cationic precursor molecules on the nucleic acid template. 

In a first step of the method, a DNA solution which contains one type of 
DNA molecules or a mixture of different molecules in a buffer is mixed with 
a solution of precursor molecules, optionally with different precursor 
molecule solutions. 



Starting from the DNA concentration that is desired in the final transfection 
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formulation and a given ratio of positive and negative charges, which 
depends on the specific application, the amount and the physical 
characteristics (solubility, c.m.c, etc.) of the precursor molecules are 
determined. Specific applications may be defined by the administration 
route, e.g. the systemic or the intravenous route, for which the transfection 
particles should not be positively charged in order to avoid undesired 
reactions with blood components, or by the cells to be targeted, which may 
require considering the preference for specific for binding charged particles. 
For selecting a suitable detergent as a precursor molecule, its critical 
micelle (c.m.c.) concentration, which is known for a given detergent or may 
be determined by means of a Langmuir balance, is important. For the 
concept of the invention, optimal results are obtained if the concentration of 
the detergent is below the c.m.c. 

The components are incubated under conditions that allow for complex 
formation; usually the complexes can form at room temperature during a 
short period of time, i.e. between several minutes and few hours. After 
mixing the complex partners, the precursor molecules are covalently linked, 
which may, dependent on the rate of complex formation, occur immediately 
after mixing or after the required longer period of time. Depending on the 
reactive groups available for linkage, linkage may occur spontaneously 
upon contact of the precursor molecules when bound to DNA. Alternatively, 
linkage may need to be mediated by a an additional agent, such as oxygen. 
The conditions need to be such that they do not affect the DNA molecule, 
therefore most precursor molecules that are preferably used in the present 
invention are dimerizable or oligomerizable simply by air. The suitable 
reaction conditions and the time course of the reaction steps can be 
determined by carrying out routine experiments in which the parameters are 
varied and the physical characteristics of the (intermediate) reaction 
products (complexes and compacted particles) are monitored, e.g. particle 
size measurement by laser light scattering. 
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In case targeting/endosomolytic functions are present or are to be provided 
on the precursor molecules or on additional, non-dimerizable cationic 
molecules, the method, e.g. in terms of incubation period for complex 
formation or introducing additional steps for modification of the cationic 
molecules, may be adapted. 

Suitable buffers for preparing the novel transfection particles are any buffers 
that allow complex formation and/or are compatible with the conditions for 
covalent linkage between individual cationic precursor molecules and for 
attaching the optional targeting/endosomolytic function. Other parameters 
such as the optimum pH value, the incubation time, the temperature, and 
the concentrations of nucleic acids and cationic precursor molecules and 
optionally molecules for targeting and/or endocytosis depend on each 
individual embodiment. These parameters may be optimized in routine 
serial experiments without undue burden for any the expert because the 
parameters are limited, for example to aqueous systems and to moderate 
conditions that do not alter the nucleic acid molecules. Furthermore, the 
Examples describe such parameters which may be easily modified. For 
example, suitable parameters for oxidizing cysteine precursor molecules in 
the presence of nucleic acid molecules that comprise a decane hydrophilic 
function and a guanidine cationic function to provide disulfide bridges are a 
stock buffer solution of 1 5 mM TrisHCI, pH 8.4, saturated with oxygen from 
three vacuum/oxygen atmosphere cycles, 90 pM (final concentration) 
cationic precursor molecules added before the addition of 60 |jM (final 
concentration) plasmid DNA. 

A preferred use for the novel transfection particles of the invention is in vivo 
delivery of nucleic acid into mammalian cells for therapeutic applications. 

In this case the nucleic acid is therapeutically active, e.g. an antisense 
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oligonucleotide or a plasmid encxjding a therapeutically active protein. There 
are no limitations in terms of DNA sequence, any sequence that is useful in 
therapy, e.g. somatic gene therapy or immunotherapy, may be used. Non- 
limiting examples are given in WO 93/07283. 

Therefore, in a further aspect, the invention relates to pharmaceutical 
compositions for gene delivery comprising transfection particles containing 
a therapeutically effective amount of a nucleic acid. 

Such pharmaceutical compositions may comprise transfection particles 
prepared freshly before administration, or off-the-shelf preparations which 
may be stored as a cooled liquid, in frozen form or as a lyophilisate, and 
which may contain addtional additives such as stabilizers, cryoprotectives, 
etc. Suitable additives are known in the art; reference is made to 
Remington's Pharmaceutical Sciences. 1980, for methods of formulating 
pharmaceutical compositions. In the experiments of the present invention, it 
has been shown that compositions containing the transfection particles of 
the invention are efficient for intradermal gene delivery. 

In a preferred embodiment, the pharmaceutical composition is useful for 
intradermal application. 

Apart from in vivo DNA delivery, the particles of the invention are 
particularly useful for introducing large DNA molecules, e.g. artificial 
chromosomes into mammalian cells, which may be important for regulated 
long-term gene expression. 

For in vivo and in vitro transfection a kit of parts for the preparation of 
transfection particles with the desired nucleic acid molecules can provide 
great convenience. Such a kit of parts may contain, for example, one or 
more types of cationic precursor molecules that may be used in different 
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combinations to optimize their properties, one or more molecules for cell 
specific targeting/endosomolytic function, suitable buffers, and other 
reagents or mechanical devices that are useful for preparing, purifying or 
applying the novel transfection particles in vitro and in vivo. 

In the following, the invention is exemplified for the cationic precursor 
molecule N-decyl-2-guanidinium-cysteine: 

The detergent molecule was designed de novo (Example 1). Due to the 
preference for mild chemistry and the use of endogeneous-like compounds 
thiol was chosen as a dimerizable function, and cysteine was chosen as the 
non-toxic recipient backbone for constructing the polyfu notional molecule. It 
can be expected that once inside the endosomal compartment both 
lipophilic cysteine ester or amide vectors will be enzymatically cleaved back 
to cysteine and an aliphatic alcohol or amine with concomitant DNA 
decondensation and possible endosome lysis. 

Clean monomolecular DNA collapse is generally expected only for 
detergent concentrations below the critical micelle concentration (c.m.c). 
Several n-alkyi esters of cysteine were synthesized by DMAP-catalyzed 
dicyclohexylcarbodiimide (DCC) dehydration and their c.m.c/s were 
determined with a Langmuir balance (20 mM MES buffer, pH 6), providing 
the following results (n-alkyi chain length / c.m.c): dodecane / 15 |jM; 
undecane / 80 pM; decane / 320 pM; octane / > 2000 pM. Typical working 
plasmid concentrations for gene delivery experiments being in the 50 pM 
range, the decane chain is a safe choice. The weakly basic nature of the 
cysteine ester primary amine function (pKa= 6.8) is insufficient for 
simultaneous DNA binding (which requires a protonated detergent) and 
reasonable thiol oxidation rates in slightly basic medium. The amine 
function was therefore converted into a highly basic guanidine which is 
known to interact strongly with DNA (CioC^^, Fig. 2). 
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Oxidative detergent dimerization was expected to be prone to a template 
effect of DNA (Fig. 1 ), Fast intra-complex reaction is a key aspect to 
formation of small and stable particles since extensive detergent 
dimerization into lipid prior to DNA binding would bring the system back to a 
classical cationic lipid/DNA complex formation/aggregation process. 
Enhanced air oxidation rate was indeed observed in the presence of DNA 
(Fig. 3). 

Below the c.m.c, the major attractive force is that of anionic DNA towards 
isolated cationic amphiphile molecules. Prior to oxidation, complexes should 
therefore be close to electroneutrality even when the detergent is slightly in 
excess. Therefore plasmid DNA (60 pM in 15 mM TrisHCI pH 8.4) was 
mixed with CioC^" (to 90 pM) and left in aerobic conditions for 24 h. During 
the instantaneous complex formation step, the typical UV absorption 
spectrum of DNA centered at 260 nm was increased by 15%; no further 
change (once corrected for disulfide absorption) and no turbidity was 
observed during oxidation. The CD spectmm of the complexes was typical 
of B-DNA. ruling out the occurrence of a liquid crystalline Y-DNA phase in 
the complexes. It remained time-independent over a period of 24 h. The 
most stringent test of stability, however, was that performed in 
physiologically relevant ionic concentrations, where cationic lipid/DNA 
complexes are known to aggregates, 9. Remarkably, the UV spectrum of 
(CioC^"*')2/DNA complexes remained unchanged after 3 days in 150 mM 
NaCI. Spectroscopy thus gave indirect evidence for the formation of small 
and stable amphiphile/DNA complexes. 

Transmission electron microscopy (TEM) of an unfiltered solution of these 
complexes displayed a surprisingly homogeneous population of nearly 
spherical objects (71% monomers. n=109) with a few larger structures 
(Fig. 4a). Moreover, the larger structures were clearly dimers (Fig. 4b, d) or 
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oligomers which may have arisen incidentally and which displayed no 
tendency to merge into more intimately fused aggregates as cationic lipids 
do3. Raising stepwise the detergent concentrations above the c.m.c. of 
CioC®* progressively led to less clearcut UV and TEM results due to time- 
dependent aggregation (data not shown), in agreement with the hypotheses 
underlying the concept. At the highest magnification (Fig. 4c) the particle 
size was measured to be 23±4 nm. A rough calculation using typical DNA 
and amphiphile molecular dimensions led to a sphere of 28 nm diameter 
when adding the volumes of a 5.5 Kbp plasmid to that of 5 500 lipid 
molecules. TEM thus provides strong evidence for monomolecular DNA 
collapse. 

In a series of experiments, the reversibility of complex formation as well as 
the stability of complexed DNA towards degradation were assessed by 
electrophoresis (Fig. 5). While CioC^'' was unable to retard DNA migration, 
except for concentrations well above the c.m.c. where presumably 
precipitation occurs (not shown), the oxidized (CioC^*)2/DNA particles did 
not migrate and were stable during electrophoresis (Fig. 5, lane 2). Yet the 
cationic lipid/DNA particles could be destroyed either with excess sodium 
dodecyl sulfate detergent (SDS, lane 3) or by converting the lipid back to 
the original CioC^^ detergent with excess reducing dithiothreitol (DTT, 
lane 4). Serum nucleases present in cell culture medium rapidly degrade 
supercoiled plasmid DNA (lanes 1 and 8) into a smear of fragments with 
many nicks (lane 5). The lipid/DNA particles, however, are physically stable 
In this medium (lane 6) and protect to a large extent the nucleic acid from 
degradation, as the plasmid is essentially converted into a slower migrating 
circular relaxed form (revealed after SDS treatment, lane 7). 

Initial experiments using cationic particles formed with a 3-fold excess 
detergent led to reporter gene expression in BNL CL 2 murine hepatocytes, 
confirming that, once in the cell, the fate of the complexes was that of a 
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non-viral vector. Further experiments demonstrated in vitro expression 
using DNA complexes coated with polycation conjugates or with polycation- 
ligand conjugates or with particles containing inactived adenovirus. 
Furthermore, in vivo gene expression after intradermal complex delivery 
could be demonstrated. 

Brief description of the figures 

Fig. 1 : Schematic representation of cationic detergent-induced 
monomolecular collapse of plasmid DNA 

Fig. 2: Synthesis of a lipophilic guanidyl-cysteine amide detergent 

Fig. 3: Oxydation rate of cysteine detergent CioC^"*" into cystine lipid 
(CioC )2 occurs faster in the presence of template DNA 

Fig. 4: Transmission electron microscopy of an unfiltered solution of 
(CioC )2 cationic lipid / DNA particles 



Fig. 5: Physical and chemical stability of the (CioC )2 / DNA complexes 
(agarose gel electrophoresis) 

Fig, 6: Nanosizing DNA particles condensed with CioC Measurement of 
particle size 
A: Phage lambda DNA 
B: Phage T4 DNA 
C: CMVL DNA 
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Fig. 8: 

Fig. 9: 
Fig. 10: 

Fig. 11: 

Fig. 12: 
Fig. 13: 
Fig, 14: 
Fig. 15: 
Fig. 16: 



: Nanosizing DNA particles condensed with CioC Proof for 
monomolecular DNA condensation 

Transfection of lipophilic guanidyl cysteine amide (Ci oC^''")/DNA 
complexes into the cell line BNL CL.2 

Synthesis of a lipophilic alcohol cysteine ester detergent 

Determination of the critical micelle concentration (c.m.c.) of the 
lipophilic alcohol cysteine ester detergents with and without DNA. 
c.m.c. of a detergent with C8, C10. C1 1 and C12 cysteine. 

Determination of the critical micelle concentration (c.m.c.) of the 
lipophilic alcohol cysteine ester detergents with and without DNA 
A: c.m.c. of CIO cysteine detergent with and without DNA 
B: c.m.c. of C1 1 cysteine detergent with and without DNA) 

Oxydation of C10 cysteine detergent with and without DNA 

Synthesis of a lipophilic alcohol guanidyl-cysteine ester detergent 

Synthesis of a lipophilic ornithyl-cysteine amide detergent 

Synthesis of a lipophilic alcohol galactosyl-cysteine ester detergent 

UV spectroscopy of spermine-N1 ,N1 2-bis-cysteineamide or spemiine 
particles 



Fig. 17: 



Agarose gel electrophoresis. Stability of particles formed either with 
spermine or with spermine-N1,N1 2-bis-cysteineamide 
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Fig. 18: 

Fig. 19: 
Fig. 20: 

Fig. 21: 

Fig. 22: 

Fig. 23: 

Fig. 24: 

Fig. 25: 

Fig. 26: 

Fig. 27: 



Size measurement of particles resulting from the interaction of a 
(CioC*^*)2/DNA complex with different amounts of PEI 25KDa 

Size measurement of (CioC®*)2/PEI 25KDa-Gal4/DNA complexes 

Transfection of SKOV3 cells with CioC°*/DNA/PEI 25KDa 
complexes 

Transfection of BNL CL.2 cells with CioC°*/DNA/PEI 25KDa and 
CioC®*/DNA/PEI 25KDa-Gal4 complexes 

Coating of (CioC°'')2/DNA complexes with a polycation linked to a 
protein 

Measurement of the zeta potential of transferrin-polylysine-coated 
(CioC°*)2/DNA particles 

Transfection of K562 cells: effect of transferrin-polylysine on the 
delivery of (CioC°*)2/DNA complexes 

Transfection of B16F10 cells: effect of transfemn-polylysine on the 
delivery of (CioC®*)2/DNA complexes 

Transfection of B16F10 cells: effect of inactivated adenovirus particles 
on the delivery of (CioC°*)2/DNA complexes 

Intradermal delivery of (CioC®*)2/DNA complexes in vivo 



Fig. 28: 



Intradermal delivery of (CioC°*)2/DNA complexes in vivo 



wo 99/29349 




PCT/EP98/07695 



36 



Fig, 29: Intradermal delivery of CioC^VpCMVL/MannlTC-PEI(25KDa) 
complexes in vivo 

Fig. 30: Transfection of BNL CL,2 cells with (Ci2CO)2/DNA complexes 

Abbreviations 

Ac = CH3 " C(0) 
DCC = dicyclohexylcarbodiimide 
DMAP = dimethylaminopyridine 
DCU = dicyclohexylurea 
DDT = dithiothreitol 

DMEM = Duibeccos Modified Minimum Essential Medium 

EDC = N-(3-Dimethylaminopropyl)-N- ethyl-carbodiimide hydrochloride 

Et = C2H5 

Ether = diethylether 

HEPES = hydroxyethylpiperazino ethane sulfonic acid 
Me = Methyl 

MES = Morpholinoethane sulfonic acid 
MS = mass spectrometry 
MES = PEI = polyethylenimine 

BocON = 2-tert-butoxycarbonyl-oxyimino)-2-phenylacetonitrile 
pM bp = micromolar concentration of DNA calculated per base pair 
(MW = 660) 
G+ 

C10-C = Lipophilic guanidyl-cysteine amide 

TA = Tris-acetate 

THF = tetrahydrofuran 

TLC = thin layer chromatography 
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Example 1 

a) Synthesis of a lipophilic guanidyl-cysteine amide detergent 

The Synthesis of the lipophilic compound was carried out according to the 
scheme as depicted in Fig. 2. 

Step 1 

Manufacture of N-feAf-butoxycarbonyl-pyrazole-1-carboxamidine 



To a solution of di-tert-butyl dicarbonate (7.43 g, 33 mmol) in 100 ml 
dichloromethane 11,3 ml of N,N-diisopropylethylamine (66 mmol) and 4.40 g of 
1H-pyrazole-1-carboxamidine hydrochloride (30 mmol) were added. The solution 
was agitated for 3 h at room temperature and then evaporated to dryness. The 
obtained white solid was dissolved in 200 ml ethylacetate, the organic phase was 
washed with 5 % (w/w) sodium hydrogen carbonate, dried over magnesium 
sulfate and finally evaporated to dryness. The residue was dissolved in boiling 
hexane. The solution was allowed to stand at room temperature over night and 
then at 4°C for 24 h. The crystals thus formed were recovered by filtration and 
washed in cold hexane (0°C). After drying. 5.28 g of white crystals were obtained 
(25 mmol yield=84 %). 




C9H14N4O2; 210,24 g/mol 

TLC : Rf (20% AcOEt / Hexane) = 0.3. 
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TLC on reverse phase: Rf (60% CH3CN / 30% H2O / 10% MeOH) = 0,5. 

NMR^H (CDCI3); 8 ppm : 1,56 (s. 9H, C(CH3)3); 6,41 (dd. Ji=3 Hz, J2=1.5 Hz. 1H, 
CH-CH=CH); 7,50-7,70 (brs. 1H, =NH); 7,69 (d. J=1,1 Hz, 1H, N=CH); 8,46 
(d, J=3 Hz, 1H. N-CH); 9,01-9.20 (brs, 1H, NHBoc).(ln this and in the other NMR 
spectra, the hydrogen atoms assigned to the signal are in bold print.) 

MS (FAB+). m/z : 211,1 [MH*]; 155,0 [MH*- f-Butyl]. 
Step 2 

Manufacture of N,N'-bis-fert-butoxycarbonyl-pyrazole-1 -carboxamidine 



To a suspension of sodium hydride (1.60 g, 40 mmol) in 70 ml tetrahydrofurane 
at 0°C 2.10 g N-ferf-butoxycarbonyl-pyrazole-1 -carboxamidine (10 mmol) were 
added. The suspension was intensely agitated for 1 h at O'C. Then 4.5 g 
di-tert-butyl dicarbonate (20 mmol) were added and placed at room temperature 
and then gradually heated to the reflux. After one night under reflux the reaction 
medium was cooled to 0°C; 2.3 ml acetic acid were added and the solution was 
agitated during 15 min. The organic phase was washed with 60 ml 5 % (w/w) 
sodium hydrogen carbonate, 60 ml of a saturated NaCI solution, dried over 
magnesium sulfate and then evaporated to dryness. The obtained residue was 
purified by silica chromatography (gradient 5 to 15 % ethylacetate in hexane) to 
obtain 2.48 g of a white solid (8.0 mmol, yield=80 %). 




N 



C14H22N4O4; 310,36 g/mol 
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TLC : Rf (20% AcOEt / Hexane) = 0,3. 

TLC on reverse phase: Rf (60% CH3CN / 30% H2O / 10% MeOH) = 0.4. 

NMR'H (CDCI3): 8 ppm : 1.52 (s, 9H, C(CH3)3); 1.58 (s. 9H, C(CH3)3); 6.43-6.46 
(m, 1H. CH-CH=CH); 7,64-7.66 (m, 1H, N=CH); 8,33 (d. J=3 Hz. 1H. N-CH); 8,93 
(brs. 1H, NHBoc). 

MS (FAB+). m/z : 311.1 [MH*]; 255.0 [MH*- f-Butyl]; 211,0 [MH*- Boc]; 199,0 
[MH* - 2NButyl]; 1 55,0 [MH* - Boc - f-Butyl]. 

Step 3 

Manufacture of N,S-bis-fert-butoxycarbonylcysteine-decylamide 



To a solution of N,S-bis-fe/t-butoxycarbonylcysteine (1 g; 3.1 1 mnnol) in 6 ml 
dichloromethane and 200 pi tetrahydrofurane 430 mg N-hydroxysuccinimide 
(3.73 mmol) were added. The reaction mixture was cooled to O'C and 713 mg 
N.N'-dicyclohexylcarbodiimide (3.42 mmol) were added. After 2 h of reaction at 
O'C, 680 Ml decylamlne (3.42 mmol) were introduced and the solution was 
agitated for 6 h at ambiant temperature. Then the reaction medium was filtered, 
evaporated to dryness and then taken up in 200 ml ethylacetate. The organic 
phase was washed in subsequent steps with 100 ml 5 % (w/w) sodium hydrogen 
carbonate, 100 ml water, 100 ml citric acid 0.5 M, 100 ml water, then dried over 
magnesium sulfate and then evaporated to dryness. The obtained residue was 
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purified by silica chromatography (gradient 1 to 3 % methanol in 
dichloromethane) to obtain 1 .27 g of a translucid oil (2.75 mmol, yield=88 %). 

C23H44N2O5S; 460,68 g/mol 

TLC : Rf (5% MeOH / 1% AcOH / CH2CI2) = 0,6. 

NMR^ H (CDCI3); 6 ppm: 0,89 (t, J=7 Hz. 3H. CH3); 1,21-1,38 (m, 14H, 
CH3-(CH2)7-CH2CH2NH): 1,45 (s, 9H, NH-C(CH3)3); 1.51 (s. 9H, S-C(CH3)3); 
1.42-1,58 (m, 2H, CH2-CH2NH), 3,08-3.32 (m, 4H, CH2-S, CH2-NHCO); 4,27 (dd, 
Ji=13 Hz. J2=8 Hz. 1H, CH-CONH); 5,35-5,43 (brs, 1H, NHBoc); 6,28-6,37 (brs, 
IN, NHCOCH). 

MS (FAB+), m/z : 461,3 [MH*]; 405.3 [MH*- /-Butyl]; 361.3 [MH*- Boc]; 349.2 
[MH*- 2 f-Butyl]; 305.2 [MH*- /-Butyl - Boc]; 261.2 [MH*- 2Boc]. 

Step 4 

Manufacture of S-/ert-butoxycarbonylcysteine-decylamide 



461 mg N.S-bis-tert-butoxycarbonyl-L-cysteine-decylamide (1 mmol) were 
dissolved in 3 ml 2N HCI/AcOEt at O'C and agitated for 1 h. The solution was 
evaporated to dryness and then taken up in 100 ml ethylacetate. The organic 
phase was washed twice with 5 % (w/w) sodium hydrogen carbonate, dried over 




o 
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magnesium sulfate and then evaporated to dryness. The obtained oil was purified 
by silica chromatography (gradient 0 to 3 % methanol in dichloromethane) to 
obtain 233 mg of a translucid oil (0.65 mmol, yield=65 %). 

C18H36N2O3S; 360,56 g/mol 

TLC : Rf (10% MeOH / CH2CI2) = 0,7. 

NMR^ H (CDCI3); 8 ppm: 0.89 (t. J=6 Hz, 3H, CH3); 1.10-1,40 (m, 14H. 
CH3-(CH2)7-CH2CH2NH); 1.41-1.58 (m, 2H, CH2-CH2NH): 1.50 (s, 9H, 
S-C(CH3)3); 1.62 (brs, 2H. NH2); 3.06 (dd. Ji=14 Hz. J2=8 Hz. 1H. CH-S); 3.24 
(dt. Ji=7 Hz. J2=7 Hz, 2H. CH2-NHCO); 3.37 (dd. Ji=14 Hz, J2M Hz, 1H. CH-S); 
3.55 (dd, Ji=8 Hz. J2=4 Hz, 1H, CH-CONH); 7,3-7,4 (brs. 1H. NH). 

MS (FAB+). m/z : 361 ,2 [MH*]; 305.1 [MH* - feff-Butyl]; 261 .1 [MH* - Boc]. 
Step 5 

Manufacture of N.N'-bis-ferf-butoxycarbonyl-guanidinyl-S-fert- 
butoxycarbonylcysteine-decylamide 



.0 




N,N'-bis-tert-butoxycarbonyl-pyrazole-1-carboxamidine (178 mg; 0.572 mmol) 
was added to a solution of S-fe/f-butoxycarbonylcysteine-decylamide (227 mg; 



wo 99/29349 





PCT/EP98/07695 



42 



0.630 mmol) in 3 ml acetonltrile. The reaction mixture was stirred for 2 days at 
room temperarure and taken to dryness. Tlie residue was purified by silicagel 
cliromatography (10-15% ethyl acetate in hexane), leading to a white solid 
(281 mg; 0.47 mmol, 81%). 

C29H54N4O7S; 602,84 g/mol 

TLC: Rf (20% AcOEt / Hexane) = 0,6. 

NMR^H (CDCI3); 6 ppm: 0,9 (t, J=6 Hz, 3H, CH3); 1.18-1,40 (m, 14H, 
CH3-(CH2)7-CH2CH2NH); 1,45-1,65 (m, 29H, 3 X -C(CH3)3, CH2-CH2NH); 3.17- 
3,35 (m. 4H. CH2-S, CH2-NHCO); 4,8 (dd, Ji=1 1 Hz, J2=6 Hz, IN, CH-CONH); 
6,98-7.07 (m, 1H, CH2CH2NH); 8.81 (d, J=7 Hz, NH-Boc); 11,36 (si, 1H. NH- 
CN(NH)). 

MS (FAB+), m/z : 603.3 [MH*]; 547.2 [MH* - f-Butyl]; 503.3 [MH*- Boc]; 447.2 
[MH*- f-Butyl - Boc]; 403.2 [MH*- 2Boc]; 347.1 [MH*- f-Butyl - 2Boc]; 303.2 [MH* 
- 3Boc]. 

Step 6 

a) Manufacture of Guanidyl-cysteine-decylamide (CioC°*) 



N,N'-bis-ferf-butoxycarbonyl-guanidinyl-S-fert-butoxycarbonylcysteine- 
decylamide (60 mg; 0.1 mmol) was dissolved into 1 ml trifluoroacetic acid and 
stirred under argon atmosphere for 2 h at room temperature. The mixture was 
taken to dryness and the resulting colorless oil was dissolved into 1 ml 
perdeuteroethanol.The resulting 0.1 M stock solution was kept under argon 



SH 




wo 99/29349 




PCT/EP98/07695 



43 



atmosphere at -SO'C. The thiol content was determined with Elmann's reagent 
following the method of Riddles et al. (87%). 

C14H30N4OS: 302,48 g/mol 

NMR^H (CD3CD2OD): 8 ppm: 0.90 (t, J=6 Hz. 3H, CH3): 1,27-1.42 (m, 14H, CH3- 
(CH2)7-CH2CH2NH); 1.50-1,61 (m. 2H, CH2-CH2NH); 2,90-3,35 (m. 4H. CH2-S, 
CH2-NHCO); 4,32-4,40 (m, 1H, CH-CONH). 

b) Oxydation rate of cysteine detergent Ci qC^"*" into cystine lipid (CioC^'*')2 
occurs faster in the presence of template DNA. The stock buffer solution (TrisHCI 
15 mM pH 8.4) was saturated with oxygen by three vacuum/oxygen atmosphere 

cycles. C10C was injected from a concentrated stock solution to a final 
concentration of 90 pM. For each time point, a 0.5 ml aliquot was removed and 
mixed with 0.5 ml 2XEIIman's reagent. The remaining free thiol was quantitated 
spectrophotometrically according to Riddles et al. (1979). For the template 
experiment, pCMVL plasmid DNA (prepared as described in WO 93/07283 was 
added to a final concentration of 60 pM before addition of the detergent. The 
results of the experiment are shown in Fig. 3. 

c) Transmission electron microscopy (Fig. 4) 

Transmission electron microscopy of an unfiltered solution of (CioC^'*')2 cationic 
lipid / DNA particles showing (a) a very homogeneous population (b) of spheres 
(c, d) with a diameter of ca. 23 nm; scale bar corresponds to 100 nm for all 
pictures. Sample solution was prepared by adding the detergent (90 pM final 
concentration) to a 60 pM pCMVL DNA solution in HEPES buffer (15 mM, 
pH 7.4) and leaving the solution in aerobic condition overnight. Carbon films were 
prepared by sublimation on freshly cleaved mica and recovered by flotation on 
Cu/Rh grids (300 mesh, Touzard&Matignon, Courtaboeuf, France). After 
overnight drying, grids were kept on a blotting paper in a Petri dish. Immediately 
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before sample addition, grids were glow-discharged (110 mV, 25 s). A drop (5 pi) 
of sample solution was left on the grid for 1 min. Complexes were negatively 
stained with 30 pi aqueous uranylacetate (1% w/w) for 20 s, and excess liquid 
was removed with blotting paper. Observations were performed at 80 kV with a 
Philips EM 41 0 transmission electron microscope. Similar results were obtained 
with complexes observed in 0.15 M NaCI. (Fig. 4). 

d) Physical and chemical stability of the (Ci oC^"^)2 / DNA complexes 
(Fig. 5). 

1 % agarose gel electrophoresis (90 min at 8 V/cm in 40 mM Tris-acetate buffer 
pH 8) of 20 pi samples containing 0.4 pg (lanes 1-4) or 0.2 pg (lanes 5-8) pCMV- 
luc plasmid DNA. Complexes were made by addition of a 100-fold concentrated 

CioC detergent solution (90 pM final concentration) to a solution of plasmid 
(60 pM) in HEPES buffer (15 mM, pH 7.4). The solution was gently mixed once 
and left to oxydize for 24 h. Lane 1 : 60 pM plasmid DNA. Lane 2: 60 pM oxydized 

(CioC )2/DNA complexes. Lane 3: as lane 2 in 3 mM final sodium 
dodecylsulfate before loading. Lane 4: as lane 2 in 6 mM dithiothreitol before 
loading. Lane 5: 60 pM plasmid incubated for 1 h at 37 "C with an equivalent 
volume of DMEM cell culture medium containing 10% serum. Lane 6: 60 pM 

oxydized (CioC )2/DNA complexes incubated as lane 5. Lane 7: as lane 6 in 3 
mM final sodium dodecylsulfate before loading. Lane 8: 30 pM pCMV-luc plasmid 
DNA. 

e) Nanosizing DNA particles condensed with CioC^* 

Complexes were formed with plasmid CMV-Luc (5.6 kbp), with X phage DNA 
(48 Kbp) and with T4 DNA (167 Kbp) in a concentration of 15 pM bp in Tris-HCI 
(15 mM pH 8.4). After 24 h of incubation the measurements were carried out. 
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The results are shown in Fig. 6 (Fig. 6A: phage lambda. Fig. 6B: phage T4. 
Fig. 6C: CMV-Luc. 1eq. = SOpM; 1 .2 eq. = 36pM; 1.4 eq. = 42|jM). 

In case of monomolecular condensation of the DNA molecules the volume of the 
formed particles is directly proportional to the length of DNA: 
volume=constant x length of DNA (bp). 

In case of spheric particles the volume is proportional to the third power of the 
diameter (vol=4PiR3/3), which can be presented by the following equation: 
particle diameter = constant x (length of DNA (bp))''/3 . When the minimum 
particle size derived from different DNAs (Fig. 7B) was plotted as a function of 
the cubic root of their size (Fig. 7A), one could draw a straight line through the 
points including the origin. This is the proof for monomolecular condensation. 

f) Transfection of lipophilic alcohol cysteine amide (CioC^*)/DNA 
complexes into the cell line BNL CL.2 

24 h before transfection the cells (obtained from ATCC) were distributed in a 

24 well culture plate (50.000 cells per well. Cells were cultured in 75-cm^ flask 
(Costar) in Dulbecco's modified Eagle's medium (DMEM, GIBCO), streptomycin 
at lOOpg/ml (GIBCO), penicillin at 100 intemational units/ml (GIBCO); and 
glutamine (glutamax) at 0.286 g/ml (Lancaster) at 37''C in humidified 5% CO2- 
containing atmosphere. 

Complexes with the plasmid CMV-Luc were formed by adding an aliquot of a 

concentrated C10C solution to a solution of the plasmid (30 jjM bp) in oxygen- 
saturated Tris-HC1 15 mM pH 8.4. The solution was then incubated in oxygen 
atmosphere for 24 h. Immediately before transfection, the medium was replaced 
by fresh medium without serum. 100 pi of the transfection solution containing the 
complexes were added per well (2 pg DNA). 3 h after the transfection 1 % serum 
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was added, 1 h later 9 % serum. 6 h after transfection the transfection medium 
was replaced by a medium complemented to 10 % serum. 24 h later luciferase 
expression was determined with a commercially available kit (Promega) in a 
luminometer (Berthold). Each experiment was conducted in duplicate, the results 
are given as light units per mg protein (bicinchoninic acid (BCA) test, Pierce). As 
an Internal standard a DNA complex containing 10 charge equivalent of PEI 
(polyethylenlmine, 25 kDa) was used (Fig. 8). 

Example 2 

a) Synthesis of a lipophilic alcohol cysteine ester detergent 

The synthesis was carried out according to the scheme depicted in Fig. 9. 



o c 

945 mg L-cysteine chlorohydrate (6 mmol) were dissolved in 10 ml deionized 
water in which gases were removed by vacuum. 2.625 g BocOBoc (12 mmol) in 
10 ml THF and 5.4 ml triethylamine (39 mmol) were added to this solution. After 
two days of stirring under argon atmosphere and ambient temperature, the 
reaction medium was evaporated to a volume slightly below 10 ml. Then 10 ml 
deionized water were added and the aqueous phase was washed with ether in 
order to remove the remaining non-reacted BocOBoc. Next the aqueous phase 
was acidified to pH 3 with saturated citric acid and extracted with ether (3 x 
60 ml). The ether phases were washed with 0.5 M citric acid (2 x 100 ml), dried 



Step 1 



Manufacture of N,S-Bis-tert-butoxycarbonyl-L-cysteine 
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over MgS04 and evaporated. Chromatography over a silica column (elution with 
a CH2Cl2/IVIeOH gradient containing 1 % acetic acid from 0 % to 2 %) yielded 
1.34 g N.S-bis-tert-butoxycarbonyl-cysteine (4,2 mmol; yield=70 %). 

TLC : Rf (CH2CI2. MeOH 5%, AcOH 1%) = 0,5. 

The structure of the obtained product was confirmed by nuclear magnetic 
resonance NIVIRI H (CDCis) and the chemical shifts 5 (ppm): 1 ,46 (s, 9H, N-Boc); 
1,50 (s. 9H, S-boc); 3.22 (dd, Ji=15 Hz, J2=7 Hz, 1H, Ha); 3,36 (dd. Ji=15 Hz, 
J2=5 Hz, 1H, Ha): 4.34-4,57 (m. 1H, Hb); 5,45 (d, J=7,2 Hz, 1H, He); 6,34 (brs, 
1H, Hd). 

MS (FAB+) : 322.1 (IVIH+). 
Step 2 

Manufacture of a lipophilic alcohol ester of N.S-Bis-tert-butoxycarbonyl-L- 
cysteine 



To a solution of lipophilic alcolhol (1 .2 mmol) In 2.5 ml anhydrous 
dichloromethane 321 mg N,S-bis-tert-butoxycarbonyl-cysteine (1 mmol) and 
24 mg 4-dimethylaminopyridine (0.2 mmol) were added. The solution was then 
cooled to CC and 268 mg DCC (1.3 mmol; or EDC) were added. The solution 
was stirred for 2 h at O'C and then over night at room temperature. Then the 
reaction medium was evaporated to dryness and the residue was resuspended in 
10 ml ethylacetate. The suspension was filtered and the filtrate was diluted in 




n = 0, 2, 3, 4 
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10 ml ethylacetate. The organic phase was washed with 20 ml distilled water, 
20 ml aqueous 5 % sodium carbonate solution and 20 ml distilled water. The 
organic phase was dried over MgS04 and then evaporated to dryness. The 
obtained oil was finally chromatographed over a silica column (elution with 
hexane/ethylacetate from 0 % to 7 %) in order to obtain a translucid oil. In the 
case of C10 cysteine (n=2) a yield of 73 % was obtained. TLC (hexane, AcOEt 
10%)Rf=0.50 

The structure of the obtained product was confirmed by nuclear magnetic 
resonance NMR^H (CDCI3) the chemical shifts 5 (ppm) were determined as 
follows: 0.90 (t. J=6,9 Hz. 3H. H5); 1,25-1.42 (m. 12H, H3); 1,46 (s. 9H, N-Boc); 
1,51 (s, 9H, S-Boc); 1.56-1,71 (m, 4H. H2, H4): 3,18-3.38 (m. 2H. Hg): 4.14 (t. 
J=6.6 Hz, 2H, Hi); 4,50-4.58 (m, 1H, Hb); 5,30-5,38 (m, 1H, Hb); 5,30-5,38 (m, 
1H,Hc). 

MS (FAB+): 462,4 (MH+). 
Steps 

Manufacture of a lipophilic alcohol cysteine ester 

a r 1 3,v3 3 5 




n = 0, 2, 3, 4 



0.2 mmol of the lipophilic alcohol ester of N,S-bis-tert-butoxycarbonyl-L-cysteine 
dissolved In 1 .5 ml trifluoroacetic acid were stirred in argon atmosphere for 1 h. 
The reaction medium was evaporated and the obtained translucid oil was 
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dissolved in 1 ml deutero-ethanol and kept under argon atmosphere at -80**C. 
The measurement of thiol groups with Ellman's reagent (Riddles et al., 1979) 
showed that the deprotection reaction was quantitative. 

In the case of C10 cysteine (n=2): 

The structure of the obtained product was confirmed by nuclear magnetic 
resonance NMR^ H ([Dejethanol) and the chemical shifts 5 (ppm) were 
determined as follows: 0.91 (t, J=6,8 Hz, 3H. H5): 1,24-1,48 (m, 14H, H3, H4); 
1,66-1,78 (m, 2H. H2); 3,06-3,22 (m. 2H, Ha); 4,18-4.40 
(m, 3H. Hb, H1). 

MS (FAB+) : 262.2 (MH+). 

b) Determination of the critical micelle concentration (c.m.c.) of the lipophilic 
alcohol cysteine esters with and without DNA 

i) c.m.c. of a detergent with C8. C10. C1 1 and CI 2 cysteine 

Measurement of the c.m.c. was acomplished with a Langmuir balance in a MES 
buffer (20 mM pH 6) containing 10 mM DTT. When representing the surface 
tension as a logarithmic function of the detergent concentration a break at the 
c.m.c. was observed (Fig. 10). 

Applying this method c.m.c.'s of the compounds having different chain length 
(C8, C10, C11. CI 2) were determined. 
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Cn-Cysteine 


CMC 


C8 


> 2 mM 


C10 


320 MM 


C11 


80 MM 


C12 


15 MM 



ii) c.m.c. of C10 and C1 1 cysteine with and without DNA. In an analogous 
manner as above the c.m.c. value of C10 cysteine and C11 cysteine was 
determined, the buffer containing calf thymus DNA at a concentration of 30 mM 
bp(Fig. 11A,B). 



CnCysteine 


CMC without DNA 


CMC with DNA 


C10 


320 mM 


50 mM 


C11 


80 mM 


32 mM 



c) Oxidation of C1 0 cysteine with and without DNA 

The speed of the oxidation of C10 cysteine was determined by measuring the 
thiol groups, using Ellman's reagent (Riddles et al., 1979), as a function of time. 
The measurement was carried out in a solution of 60 pM CIO cysteine in 
MES 20 mM pH 6 without DNA or in the presence of 30 pM bp CMV-Luc 
(Fig. 12). 
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Example 3 

Synthesis of a lipophilic alcohol guanidyl-cysteine ester detergent 

The synthesis was carried out according to the scheme depicted in Fig. 13. 

Step 1 

Manufacture of S-terf-butoxycarbonylcysteine-decyiester 




o 



231 mg N,S-bis-te/t-butoxycarbonyl-cysteine-decylester (0,5 mmol) were 
dissolved in 1.1 ml 2.2 N HCI/AcOEt. The solution was agitated for 1 h at ambient 
temperature and then evaporated to dryness. The obtained residue was taken up 
in 50 ml ethylacetate. The organic phase was washed twice with 25 ml 5 % (w/w) 
sodium hydrogencabonate, dried over magnesium sulfate and then evaporated to 
dryness. The obtained oil was purified by silica chromatography (gradient 0 to 
3 % methanol in dichloromethane) to obtain 141 mg of a yellow oil (0.39 mmol. 
yield=78 %). 

C18H35NO4S; 361 .55 g/mol 



NMR^H (CDCI3); 5 ppm: 0.90 (t, J=7 Hz, 3H, CH3); 1,20-1.42 (m. 14H. 
CH3-0(CH2)7-CH2CH20); 1.50 (s. 9H. C(CH3)3), 1,58-1,72 (m. 4H, CH2-CH2O. 
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NH2): 3.03 (dd, Ji=14 Hz, J2=7 Hz. 1H. CH-S); 3,26 (dd, Ji=14 Hz, J2=5 Hz, 1H, 
CH-S); 3,71 (dd. Ji=7 Hz, J2=5 Hz, 1H, CH-COO); 4.13 (t. J=6 Hz, 2H, CH2-O). 

MS (FAB+). m/z : 362,2 [MH*]; 306.2 [MH*- f-Butyl]; 262,2 [MH*- Boc]. 
Step 2 

Manufacture of N,N'-bis-fe/f-butoxycarbonyl-guanidinyl-S-terf- 
butoxycarbonylcysteine-decylester 



To a solution of 99 mg of S-fert-butoxycarbonylcysteine-decylester (0.275 mmol) 
in 1 ml acetonitril 78 mg N,N'-bis-tert-butoxycarbonyl-pyrazole-1-carboxamidine 
(0.25 mmol) were added. The reaction medium was agitated for 2 days at 
ambient temperature, then evaporated to dryness. The obtained residue was 
purified by silica chromatography (gradient 0 to 7 % ethylacetate in hexane) to 
obtain 127 mg of a translucid oil (0.21 mmol, yield=84 %). 

C29H53N3O8S; 603,82 g/mol 

TLC : Rf (1 0% AcOEt / Hexane) = 0.5. 




o 
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NMR^H (CDCI3); 5 ppm: 0.9 (t, J=7 Hz, 3H. CH3); 1,25-1,42 (m, 14H. CH3-(CH2)7- 
CH2CH2O); 1,479 (s, 9H, C(CH3)3); 1,493 (s, 9H, C(CH3)3); 1.497 (s, 9H, 
C(CH3)3): 1,58-1,73 (m, 2H, CH2-CH2O); 3,31 (dd, Ji=14 Hz, J2=5 Hz. IN. CH-S); 
3,50 (dd, Ji=14 Hz. J2=5 Hz, 1H. CH-S); 4,05-4,20 (m, 2H, CH2-O): 5,15 (dt. Ji=7 
Hz, J2=5 Hz, 1H, CH-COO); 9,00 (d, J=5 Hz, 1H, NH-Boc); 11,42 (brs, 1H, NH- 
CN(NH)). 

Step 3 

Manufacture of guanidyl-cysteine-decylester 



30 mg of N,N'-bis-fe/f-butoxycarbonyl-guanidinyl-S-fe/t-butoxycarbonylcysteine- 
decylester (0.05 mmol) dissolved in 1 ml trifluoroacetic acid were agitated under 
argon atmosphere for 2 h at ambient temperature. The reaction medium was 
then evaporated to dryness and the obtained translucid oil was dissolved in 1 ml 
deutero-ethanol. The solution was kept under argon atmosphere at -SO'C. The 
yield of the reaction was determined by measuring the amount of thiol functions 
with Ellman's reagent (Riddles, et al., 1979). The reaction yield was 80 %. 

C14H29N3O2S: 303,46 g/mol 

NMR^H (CD3CD2OD); 5 ppm: 0,90 (t, J=6 Hz, 3H. CH3); 1,25-1,47 (m, 14H, CH3- 
(CH2)7-CH2CH20); 1,60-1,77 (m, 2H, CH2-CH2O); 2,98-3,27 (m, 2H, CH2-S); 
4,12-4,30 (m, 2H, OCH2); 4,32-4,40 (m, 1H, CH-CONH). 



SH 
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Example 4 

Synthesis of a lipophilic omithyl-cystelne amide detergent 

The synthesis was carried out according to the scheme depicted in Fig. 14. 

Step 1 

Manufacture of S-ferf-butoxycarbonylcystelne hydrochloride 



642 mg of N.S-bis-te/f-butoxycariaonylcysteine (2 mmol) were dissolved in 3 ml 
2.9 N HCI/AcOEt and the solution was agitated at ambient temperature for 
20 min. 3 ml ether were added to the reaction medium and the obtained crystals 
were collected by filtration, washed with ether and finally dried under vacuum. 
Thereby 405 mg of white crystals were obtained (1.57 mmol. yield=79 %). 

C8H16NO4CIS; 257,74 g/mol 

NMR^H (DCI 0,1 M); 6 ppm: 1,44 (s. 9H. C(CH3)3); 3,31 (dd. Ji=15 Hz, J2=7 Hz, 
1H, CH-S): 3,49 (dd. Ji=15 Hz, J2=5 Hz. 1H. CH-S); 4.33 (dd, Ji=7 Hz. J2=5 Hz, 
1H. CH-CO2). 




o 



H02C 




NH 3-^01- 



MS (FAB+), m/z : 222,0 [MH^; 166.0 [MH^ - tert-Butyl]. 
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Step 2 

Manufacture of N,N'-bis-fert-butoxycarbonylomithyl-S-te/t- 
butoxycarbonylcysteine 




To a solution of N.N'-bis-fert-butoxycarbonylornithine (160 mg; 0.48 mmol) in 
1 ml dichloromethane 60 mg of N-hydroxy-succinimide (0.52 mmol) were added. 
The reaction mixture was cooled to O^^C and 99 mg 

N,N'-dicyclohexylcarbodiimide (0.48 mmol) were added. After 2 h of agitating at 
0°C, 130 mg hydrochloride S-te/t-butoxycarbonyicysteine (0.50 mmol), which had 
been dissolved in 1 ml methanol containing 234 pi triethylamine (1.68 mmol), 
were added, then the solution was agitated over night at ambient temperature. 
The reaction medium was then evaporated to dryness, taken up in 10 ml 
ethylacetate and then filtered. After dilution with 50 ml ethylacetate, the filtrate 
was washed twice with 25 ml 5 % (w/w) citric acid, dried over magnesium sulfate 
and then evaporated to dryness. The obtained residue was purified by silica 
chromatography (gradient 2 to 15 % methanol in dichloromethane) to obtain 
242 mg of a white solid (0.45 mmol, yield=94 %). 



C23H41N3O9S; 535.66 g/mol 
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NMR'H (CD3OD); 5 ppm: 1,42 (s. 9H, C(CH3)3); 1.45 (s, 9H. C(CH3)3); 1,46 (s. 
9H. C(CH3)3): 1.47-1,88 (m, 4H. CH2CH2-CH2NHB0C): 3.04 (t. J=6 Hz, 2H, CH2- 
NHBoc); 3,13 (dd, Ji=14 Hz, J2=7 Hz, 1H, CH-S); 3,45 (dd, Ji=14 Hz, J2=4 Hz. 
1H, CH-S); 4,0-4,1 (m, 1H. CH2CH2-CH-CONH); 4,40 (dd, Ji=7 Hz. J2=4 Hz, 1H, 
CH-CO2). 

Step 3 

Manufacture of N.N'-bis-terf-butoxycarbonylomithyl-S-fert- 
butoxycarbonylcysteine-n-alkylamide 



To a solution of N.N'-bis-fert-butoxycarbonylomithyl-S-fert- 
butoxycarbonylcysteine (100 mg; 0.187 mmol) in 0.5 ml dichloromethane 26 mg 
N-hydroxysuccinimide (0.224 mmol) were added. The reaction mixture was 
cooled to 0°C and 42 mg N.N'-dicyclohexylcarbodiimide (0.205 mmol) were 
added. After 2 h of reaction at CC, n-alkylamine (0.205 mmol) was introduced 
and the solution was agitated over night at ambient temperature. Then the 
reaction medium was evaporated to dryness, taken up in 5 ml ethylacetate and 
then filtered. After dilution in 25 ml ethylacetate, the filtrate was washed In 
subsequent steps with 10 ml water. 10 ml 5 % (w/w) sodium hydrogencarbonate 
and 10 ml water, dried over magnesium sulfate and evaporated to dryness. The 
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obtained residue was purified by silica chromatography (gradient 0 to 1 % 
nnethanol in dichloromethane) to obtain a white solid. 

In the case of N,N'-bis-terf-butoxycarbonylornithyl-S-fe/t-butoxycarbonylcysteine- 
dodecylamide 85 mg of a white solid (0.121 mmol; yield=65 %) were obtained. 

C35H66N4O8S; 703,00 g/mol 

TLC : Rf (5% MeOH/CH2Cl2) = 0,5. 

NMR'H (CD3OD); 6 ppm: 0,89 (t, J=7 Hz, 3H, CH3); 1,25-1.35 (m, 18H, CH3- 
(CH2)9-CH2 CH2NH); 1,42 (s. 9H, C(CH3)3); 1,45 (s, 9H, C(CH3)3); 1.49 (s. 9H, 
C(CH3)3); 1,5-1,9 (m, 6H, CH2CH2-CH2NHB0C. CH2-CH2NHCOCH); 3.00 (t. J=6 
Hz, 2H, CH2- NHBoc); 3,04-3,50 (m, 4H, CH2-S. CH2-NHCOCH); 3,94 (dd, Ji=8 
Hz. J2=5 Hz, 1H, CH2CH2-CH-CONH): 4,48 (dd, Ji=8 Hz, J2=5 Hz, IN, CH- 
CONHCH2). 

Step 4 

Manufacture of ornithyl-cysteine-n-aikylamide 



SH 




0.1 1 mmol N.N'-bis-fe/t-butoxycarbonylomithyl-S-fe/t-butoxycarbonylcysteine-n- 
alkylamide dissolved in 1 ml trifluoroacetic acid were agitated under argon 
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atmosphere at ambient temperature for 1 .5 h. The reaction medium was 
evaporated and the obtained transiucid oil was diluted in 1 ml deutero-ethanol. 
The solution was kept under argon atmosphere at -SO'C. The yield of the 
reaction was determined by measuring the amount of thiol functions with 
Ellman's reagent (Riddles, et al., 1979). In the case of omithyl-cysteine- 
dodecylamide, the yield was 84 %. 

C20H42N4O2S; 402,64 g/mol 

NMR^H (CD3OD); 5 ppm: 0.89 (t, J=7 Hz, 3H, CH3); 1.25-1,38 (m. 18H, CH3- 
(CH2)9-CH2 CH2NH); 1.45-1,96 (m. 6H. CH2CH2-CH2NHB0C. CH2-CH2NHCOCH); 
2.80-3,50 (m, 6H, CH2- NH3*, CH2-S, CH2-NHCO); 3,95-4,0 (m. 1H, CH2CH2-CH- 
CONH); 4,42-4,48 (m, 1H. CH-CONHCH2). 

Example 5 

Synthesis of a lipophilic alcohol galactosyl-cysteine ester detergent 

The synthesis was carried out according to the scheme depicted in Fig. 15. 

Step 1 

S-fe/f-butoxycarbonylcysteine-bromoacetamide-decylester 




s 




o 
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To a solution containing 108 mg of S-feAf-butoxycarbonylcysteine-decylester 
(0.30 mmol) in 1 ml dichlormethane, 63 [i\ triethylamine (0.45 nnmol) and then 
86 nng bromoacetic acid anhydride (0.33 mmol) were added. The reaction 
medium was agitated for 1 h at ambient temperature and then evaporated to 
dryness. The obtained residue was purified by silica chromatography (gradient 
5 to 10 % ethylacetate in hexane) to obtain 88 mg of a translucid oil (0.18 mmol, 
yield=61 %). 

CaoHaeBrNOsS; 482,48 g/mol 

TLC: Rf (20% AcOEt / Hexane) = 0.5. 

NMR^H (CDCI3); 5 (ppm) : 0,90 (t. J=7 Hz, 3H, CH3): 1.25-1,40 (m, 14H, 
CH3-(CH2)7-CH2CH20); 1.50 (s, 9H. C(CH3)3). 1.60-1.75 (m. 2H. CH2-CH2O); 
3,26 (dd, Ji=15 Hz, J2=6 Hz, 1H, CH-S); 3,42 (dd, Ji=15 Hz, J2=4 Hz. 1H, CH-S); 
3,90 (s. 2H, CHz-Br); 4.17 (t. J=7 Hz. CH2-O); 4.79 (ddd. Ji=7 Hz, J2=6 Hz, J3=4 
Hz, 1H, CH-COO); 7,20-7.35 (m. 1H. NH). 

MS (FAB+), m/z : 482,1 and 484,1 [MH^; 426.1 and 428.1 [MH* - f-Butyl]; 382.1 
and 384.1 [MH'"-Boc]. 

Step 2 

Manufacture of S-ferf-butoxycarbonylcysteine-thiogalactosyiacetamide-decylester 




Q 



wo 99/29349 



PCT/EP98/07695 



60 



To a solution containing 48 mg S-terf-butoxycarbonylcysteine-bromoacetamide- 
decylester (0.1 mmol) in 1 ml dimethylformamide. 23 mg 1-thio-D- 
galactopyranose (0.1 mmol) were added. The solution was agitated for 3 h at 
ambient temperature and then evaporated to dryness. The obtained residue was 
purified by silica chromatography (gradient 3 to 20 % methanol in 
dichlomiethane) to obtain 52 mg of a glassy solid (0.087 mmol, yield=87 %). 

C26H47NO10S2; 597,79 g/mol 

TLC : Rf (10% MeOH / CH2CI2) = 0,4 

NMR''H (CD30D); 6 ppm : 0,90 (t, J=7 Hz, 3H. CH3); 1,25-1,43 (m, 14H, 
CH3-(CH2)7-CH2CH20); 1,48 (s. 9H, C(CH3)3), 1,58-1.73 (m, 2H, CH2-CH2O): 
3,12 (dd, Ji=14 Hz. J2=8 Hz. 1H. CH-S); 3,34 (s. 2H, CO-CH2-S); 3,25-3,88 (m. 
7H, CH-S, H2, H3, H4, Ms. He); 4,08-4,17 (m, 2H, CH2-O); 4,41 (d, J=9 Hz, Hi); 
4,55-4,70 (m, 1 H, CH-COO). 

MS (FAB+). m/z : 620,2 [MNa*]; 598,2 [MH*]; 564,2 [MNa* - f-Butyl]; 542,2 [MH*- 
f-Butyl]; 520,2 [MNa* - Boc]. 

Step 3 

Manufacture of cysteine-thiogalactosylacetamide-decylester 
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49 mg S-tert-butoxycait>onylcysteine-thiogalactosylacetamide-decylester 
(0.082 mmol) dissolved in 1 ml trifluoroacetic acid was agitated under argon 
atmosphere for 1 .5 h at ambient temperature. The reaction medium was then 
evaporated to dryness and the obtained oil was dissolved in deuteroethanol. The 
solution was kept under argon atmosphere at -80°C. 

The quantitative yield of the reaction was determined by measuring the amount 
of thiol functions with Ellman's reagent (Riddles, et al., 1979). 



C21H39NO8S2; 497,67 g/mol 

NMR^H (CD3CD2OD); 5 ppm : 0,90 (t, J=7 Hz, 3H. CHS); 1.20-1.43 (m. 14H, 
CH3-(CH2)7-CH2CH20); 1.60-1.76 (m. 2H. CH2-CH2O); 2.85-3.08 (m. 2H. CH2-S); 
3.35-4.00 (m. 8H. H2. H3. H4. H5, He, CO-CH2-S); 4.07-4,28 (m. 2H, CH2-O): 4.43 
(d. J=9 Hz, 1H); 4,58-4.70 (m. 1H, CH-COO). 

MS (FAB+). m/z : 520 [MNa^; 498 [MH^. 



Example 6 

In order to form monodisperse DNA transfection particles which are stabilised by 
non-lipid molecules, an alternative vector type, based on spermine-N1, N12-bis- 
cysteineamide (SC2) was synthesized. 




This molecule is composed of a spermine molecule linked via an amide bond to 
2 cysteine molecules having 2 free thiol functions. 
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a) Synthesis of spermine-N1, N12-bls-cysteineamide 



1) 2 eq. Acrylonitrile 
MeCN 

2) 2,2 eq. BocON 



Boc 



Boc 



CN 



I^,Ni Raney 

MeOH, soude 2M (6/2) 



Boc 
Boc 

3 



^SH 

CUfN^CQH 
4_ 

2,2 eq. BocOBoc 
6,5 eq. Nl^ 
KfeO/THF (1/1) 

SBoc 
BocmrCQH 



1 eq. DCC — 



O ' 

Boc^S'^ If^tr^^ 
BocHN H feoc 



Boc H NHBoc 
>0^>LA^S-Boc 

o 



6^ 

I C^COOH 



fV^g-^|pJk,!^f^J?SH, 4 CI3COO 



HS 
H3^ 



N,N'-bis-tert-butoxycarbonyl-N,N'-(2-cyanoethyl)-1,4-diaminobutane 2. 

A solution containing 2 ml 1 .4-diaminobutane ^ (20 mmol), 2.63 ml acrylonitrile 
(40 mmol) in 10 ml acetonltrile was stirred at ambient temperature under argon 
atmosphere and exposed to under darkness. After 18 h of stirring, 10.835 g 
BocON (44 mmol) and 6.2 ml triethylamine (44 mmol), were introduced into the 
solution. After three days the reaction medium was diluted in 100 ml ether. The 
organic phase was washed with 2 M NaOH 2 x 50 ml), 50 ml distilled water and 
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50 ml 5 % (w/w) citric acid. The organic phase was then dried over MgS04 and 
then evaporated to yield 4.27 g of a white solid. The latter was cristalllzed in ether 
which yielded 3.50 g of compound 2 (8.9 mmol, yield=44 %) in the form of white 
cristals. 

C20H34N4O4; 394,52 g/mol. 

TLC : Rf (CH2CI2 96%/MeOH 4%) = 0,4. 

NMR 1h (CDCI3): 5 ppm :1. 29-1 .65 (m, 22H. (CH2)2-CH2-CH2. C(CH3)3); 2,50- 
2,68 (m, 4H. CH2-N(BocHCH2)2-CN); 3,19-3,32 (m, 4H, N(Boc)-CH2-CH2-CN); 
3,44 (t. J=6,7 Hz, 4H, CH2-CN). (The hydrogen atoms assigned to the signal are 
in bold print.) 

N,N'-bis-tert-butoxycarbonyl-N,N'-(2-aminopropyl)-1,4-diaminobutane 3. 

A solution containing 1.176 g N',N-Di-tert-butoxycarbonyl-N,N'-(2-cyanoethyl)- 
1 ,4-diaminobutane 2 (3 mmol) in 6 ml methanol and 2 ml 
2 M NaOH (4 mmol) was stirred in the presence of a catalytic amount of Raney 
nickel under hydrogen atmosphere. After 4 h of stirring the nickel was removed 
by celite filtration. The filtrate was evaporated and the obtained residue 
resuspended in 50 ml dichloromethane. The organic phase was then washed 
with 50 ml 2 M NaOH, dried over MgS04 and then evaporated to obtain 810 mg 
of compound 3 (2 mmol; yield=67 %) in form of a yellow viscous liquid. 

C20H42N4O4; 402,58 g/mol. 



TLC: Rf (CH2Ci2 20%/MeOH 60%/ NEt3 20%) = 0,4. 
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NMR1h (CDCI3); 6 ppm : 1,35-1,55 (m, 8H. (CH2)2-CH2-CH2. NH2); 1.45 (s, 
18H. 2xC(CH3)3: 1.64 (quint, J=6.8 Hz, 4H. CH2-CH2-NH2): 2,69 (t, J=6.7 Hz, 
4H, CH2-NH2); 3,10-3,32 (m, 8H, CH2-N(Boc)-CH2). 

Spermine-N4.N9-bis-tert-butoxycarbonyl-N1 ,N 1 2-bis-cysteine 
(N,S-bis-tert-butoxycarbonyl)amide 6. 

To a solution containing 242 mg N,N'-bis-tert-butoxycarbonyl-N,N'- 
(2-aminopropyl)-1 ,4-diaminobutane 3 (0.6 mmol) and 388 mg N.S-Bls-tert- 
butoxycarbonyl-cysteine (1.2 mmol) in 1.5 ml dichloromethane, 248 mg DCC 
(1.2 mmol) dissolved in 1.5 ml dichloromethane were added. The solution was 
stirred for one day filtered in order to remove the formed DCU and then 
evaporated. The residue was resuspended in 100 ml ethylacetate, washed with 
distilled water (100 ml), an aqueous sodium carbonate solution 0.5 M (100 ml), 
an aqueous saturated NaCI solution (100 ml), an aqueous citric acid solution 
0.2 M (100 ml) and finally with an aqueous saturated NaCI solution;100 ml). The 
organic phase was dried over MgS04 and then evaporated. The product was 

then run over a silica column in order to obtain 401 mg of compound 6 (0.4 mmol; 
yield=66 %) in the form of a white solid. 

C46H84N6O14S2; 1009,35 g/mol. 

TLC : Rf (CH2CI2 97%/MeOH 3%) = 0,5. 

NMRI H (CDCI3); 5 ppm : 1.50-1.89 (m, 8H. 2x(CH2)2-CH2-CH2, 2xCH2-CH2-NH- 
CO); 1.44 (s, 18H, 2xC(CH3)3); 1,45 (s, 18H, 2xC(CH3)3); 1,50 (s, 18H. 2xC(CH3)3); 
3,04-3.32 (m, 16H. (CH2)3-CH2-NBoc,CH2-(CH2)2-NH-CO, CH2-NH-CO, CH2-S- 
CO); 4,23-4,40 (m. 2H. CH-CH2-S-B0C); 5,37-5.54 (m, 2H, NH-Boc); 7,32-7,46 
(m,2H, CH2-NH-CO). 
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MS (FAB+) : 1009,3 (MH+): 909,2 (MH+-Boc); 809,3 (MH+-2Boc); 709,2 (MH+- 
3Boc); 609.2 (MH+-4Boc): 509,2 (MH+-5Boc); 409,1 (MH+- 6Boc). 

Spermine-N1 ,N12-bis-cysteineamide 7. 

50 mg of compound 6 (0.05 mmol) dissolved in 1 ml trifluoroacetic acid and 1 ml 
dichloromethane were stirred under argon atmosphere for 2 h. The reaction 
medium was then evaporated and 85 mg of a yellowish viscous liquid is obtained. 
The product was kept in the presence of ca. 1 1 equivalents of trifluoroacetic acid 
in order to avoid oxydation of the functional thiol groups. The measurement of 
thiol groups with Ellman'sreagent (Riddles et al., 1979) showed that the 
deprotection reaction was quantitative. 

C16H36N6O2S2; 408,64 g/mol. 

NMR1 H (D2O); 6 (ppm): 1,64-1,96 (m. 8H, (CH2)2-CH2-CH2, CH2-CH2-NH-CO); 
2,90-3,09 (m, 12H. CH2)3-CH2-NBoc, CH2-(CH2)2-NH-CO, CH2-NH-CO); 3,21-3,37 
(m, 4H. CH2-SH); 4,04-4,15 (m, 2H, CH-CH2-SH). 

MS (FAB+): 410,1 (MH+). 

b) Biophysical characterisation of spermine-N1,N12-bis-cysteineamide 
i) UV spectroscopy 

The characterisation of the formed particles by UV spectroscopy was performed 
for different reasons. DNA in solution has a characteristic absorption spectoim 
between 240 and 310 nm. The absorption (optical density) has a maximum at 
260 nm and 0 towards 310 nm. A change in DNA conformation should change 
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the profile of the absorption spectrum. Moreover, the formation of particles results 
In an enhancement of the diffusion which can be perceived in U V by an 
enhancement of optical density. When the wave length is adjusted to a value 
slightly above 310 nm (which is the wave length at which the DNA in solution 
does not absorb) one can monitor the effect of particle formation. 

Calf thymus DNA was complexed with spermine under conditions optimal for 
obtaining torold structures as described by Naroditsky et al. (76 |jM DNA bases, 
65 mM spermine, 25 mM NaCI). The absorption observed between 230 and 
330 nm increased during 1 0 min while complexation of DNA took place. 
Consequently, a reduction of the optical density could be detected in the range of 
260 nm, which is the absorption maximum of DNA), while it remained stable 
towards 300 nm. Finally the absorption stabilised after one and a half hours 
(Fig.16A). 

When the NaCI concentration was raised to 100 mM, the observed spectrum was 
identical with the spectrum of the DNA that had been observed before 
complexation with spermine (Fig. 16B). 

It could be concluded from the above experiment that the condensation with 
spermine is visible in UV. Moreover it could be shown that a reversion of the 
process takes place when the ionic strength of the medium is raised. 

The same experience as with the above experiments was made in the presence 
of spermine-NI .N12-bis-cysteineamide (SC2) instead of spermine at the identical 
concentration (Fig. 16C). 

The complexation kinetics of DNA by SC2 is comparable to that obtained with 
spermine. The determination of thiol functions with Ellman's reagent (Riddles at 
a!., 1979) showed that after 10 min 50 % of the thiol groups were oxydised, when 
no oxygen was present except for the oxygen in the water (the solubility of 
oxygen in an 1 M NaCI aqueous solution is 0.8 mM). Furthermore, augmentation 
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of the NaCI concentration one and a half hours after mixing SC2 and DNA had 
only a minor effect on the absorption spectrum as compared with spermine. At 
100 mM NaCI, the absorption at 330 nm was 81 % as compared to the maximum 
optical density observed at 25 mM NaCI; at 150 mM NaCI was still 71 %. 

Consequently, SC2 complexes and compacts DNA in the same manner as 
spermine. On the other hand, the formed particles seemed to be more stable vis 
a vis the ionic strength of the medium, which Is in relation with the oxydation of 
the thiol functions. 

ii) Agarose gel electrophoresis 

The stability of the particles formed either with spemnine or with SC2 (76 \}M 
bases RSV-Luc, 65 pM spermine or SC2. 25 mM NaCI. pH 6.5; 2 hrs oxydation) 
was tested by agarose gel electrophoresis (1 %; Tris buffer pH 6.5). It could be 
observed that the compacted DNA, which is more bulky and less charged, was 
migrating less or not at all in the agarose gel. (Fig. 17) 

The particles formed with spermine were not stable under the conditions that 
were used for electrophoresis (identical migration of DNA alone and of DNA 
complexed with spermine; lanes 1 and 2). The particles formed with SC2 were 
stable (lane 3). The DNA-SC2 particles remained relatively stable even at 
elevated ionic strength (lane 5). The stability of the complexes is due to the 
oxydation of SC2. Consequently, if one adds a reducing agent of the disulfide 
bridges to a solution of DNA complexed with SC2, the complexes are no longer 
stable under the conditions used for electrophoresis. 
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Example 7 

Size measurement of particles resulting from the interaction of a (CioC°*)2/DNA 
complex with different amounts of PEI 25KDa 

The solution was prepared by adding detergent CioC*^* (30 pM) to a pCMVL DNA 
solution (30 pM phosphate) in Tris/HCI 15 mM pH 8.4 buffer and leaving the 
solution in aerobic conditions during 24 h. Then, a desired amount of PEI 25 KDa 
(Aldrich) was added and the size measurement was done five minutes later by 
Dynamic Light Scattering as described by Blessing et al. (1998) Proc.Natl. Acad. 
Sci. USA, 95 (4), 1427-1431 (Fig. 18). 

Example 8 

Size measurement of (CioC®'')2/PEI 25KDa-Gal4/DNA complexes 

The complex solution was prepared by adding detergent CioC°* (30 pM) to a 
pCMVL DNA solution (30 pM phosphate) in Tris/HC1 15 mM pH 8.4 buffer and 
leaving the solution in aerobic conditions during 24 h. Then, 10 eq. of 
PEI 25KDa-Gal4 was added. (PEI-Gal4 was obtained by reductive amination 
between PEI25K and tetragalactose (Gala3GalB4Gala3Gal) as described by 
Zanta et al., 1997.) Measurements were earned 1 min after polymer addition 
(circles). 17 h later, a concentrated NaCI solution was added to a final 
concentration of 150 mM (triangles). As a control, pCMVL DNA was complexed 
with 10 eq. PEI 25KDa-Gal4 (squares) as described in Boussif et al., 1995 
(Fig. 19). It was found that (CioC°VPEI 25KDa-Gal4/DNA complexes are much 
smaller than PEI 25KDa-Gal4/DNA complexes. 
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Example 9 

Transfection of SKOV3 cells with CioC^^/DNA/PEI 25KDa complexes 

The solution was prepared by mixing pCMVL (30 pM phosphate) with 30 pM 
CioC*^* in Tris/HCI 15 mM pH 8.4 buffer, and leaving the solution in aerobic 
conditions during 24 h. Then, the desired amounts of PEI 25KDa were added. 
The SKOV3 cells (ovarian carcinoma, European Collection of Animal Cell 
Cultures (E.C.A.C.C.) were seeded at 50.000 cells per well in 24 well dishes 18 h 
before transfection. An aliquot of the complex mixture (corresponding to 2 pg 
plasmid per well) was added to the cell maintained in serum-free RPMI 1640 
medium. After 2 h 10 % of serum was added. Luciferase gene expression was 
monitored 24 h later. The DNA bar correspond to pCMVL alone (2 pg plasmid 
per well). (Fig. 20) 



Example 1 0 

Transfection of BNL CL.2 cells with CioC^*/DNA/PEI 25KDa and 
CioC^VDNA/PEI 25KDa-Gal4 complexes 

The solution was prepared by mixing pCMVL (30 pM phosphate) with 
30 pM CioC^* in Tris/HCI 15 mM pH 8.4 buffer and leaving the solution in 
aerobic condition during 24 h. Then, a desired amount of PEI 25KDa or 
PEI 25KDa-Gal4 (5 % grafting per total amine) was added. Cells were 
seeded at 50.000 cells per well in 24-well dishes 18 h before transfection. 
An aliquot of the complex mixture (corresponding to 2 pg plasmid per well) 
was added to the cells maintained in serum-free DMEM medium. After 2 h 
10 % of serum was added. Luciferase gene expression was monitored 24 h 
later (Fig. 21), 
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Example 1 1 

Coating of (CioC°*)2/DNA complexes with a polycation linked to a protein 

Size measurement of particles resulting from the interaction of 
(CioC^*)2/DNA complexes with a transfemn-polylysine conjugate (TfpL36; 
see Example 13).The complex solution was prepared by adding detergent 
CioC®* (30 mM) to a pCMVL DNA solution (30 [iM phosphate) in TrIs/HCI 
15 mM pH 8.4 buffer and leaving the solution in aerobic conditions during 
24 h. Then, a desired amount of PLLss-Tf (2 % grafting per total amine) was 
added. Measurement was done 1 min (open circles) and 30 min (filled 
circles) after polymer addition. Then, a concentrated NaCI solution was 
added to a final concentration of 1 5 mM (open triangles). 30 min later the 
particle size was redetermined (filled triangle) (Fig. 22). The results show 
that (CioC°*)2/DNA complexes can be coated with a polycation linked to a 
protein and remain small. 

Example 12 

Measurement of the zeta potential of transferrin-polylysine-coated 
(CioC°*)2/DNA particles 

The complex solution was prepared by adding detergent C^oC^^ (30 jjM) to 
a pCMVL DNA solution (30 |jM phosphate) in Tris/HCI 15 mM pH 8.4 buffer 
and leaving the solution in aerobic conditions during 24 h. Then, a desired 
amount of TfpL (2 % grafting per total amine) was added. Before the 
measurements, a concentrated NaCI solution was added to a final 
concentration of 150 mM (Fig. 23). The results show that transferrin- 
polylysine-coated (CioC^)2/DNA particles remain negatively charged. 
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Example 13 

Transfection of K562 cells: effect of transferrin-polylysine on the delivery of 
(CioC®*)2/DNA complexes 

For transfection, DNA/CioC°* complexes were prepared by first mixing 
10 |jg pCMVL in 1 ml of HEPES (15 mM, pH = 8.5) to a final concentration 
of 30 pM with CioC°* detergent to a final concentration of 30 pM 
(1 eqivalent) The solutions were gently mixed and left to oxidize for 24 h at 
room temperature. Next the complexes were mixed with hTf-pL36 conjugate 
[a conjugate of human transferrin and poly-L-lysine, average molecular 
degree of polymerization of 36 lysine monomers; molar ratio of transferrin : 
polylysine = 1/1 .5] in 50 pi of HEPES (15 mM, pH = 8.5) at a molar ratio of 
polylysine nitrogen atoms to DNA phosphate (N/P) of 0.1; 0.2; 0.4; 1.0 and 
incubated 30 min at room temperature. 

K562 suspension cells (ATCG CCL 243) were grown in RPMI1640 
supplemented with 10 % fetal calf serum (FCS), 1% L-glutamine and 
antibiotics, and incubated at ST^C. For transfection, cells were plated in a 
24-well plate at a density of 500 000 cells per well. The culture medium was 
replaced by a mixture of 1.05 ml transfection complex and 1 ml of 
RPMI1640 (10% FCS, 1% L-glutamine, antibiotics) plus chloroquine to a 
final concentration of 100 pM. After 4 h at 37''C of incubation the 
transfection medium was replaced by 2 ml of fresh culture medium. Cells 
were harvested 24 h after transfection, washed in PBS and resuspended in 
100 Ml of Tris (0.25 M, pH=7.9). Cells were lysed by freeze-thaw cycles. The 
cell lysate was centrifuged for 10 min at 10 OOOg to pellet debris. Luciferase 
light units were recorded from 10 pi of the supernatant. 
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The light units shown in the Fig, 24 represent the total luciferase activity per 
sample of the transfected cells. 

Example 14 

Transfection of B16F10 cells: effect of transferrin-polylysine on the delivery 
of (CioC^'')2/DNA complexes 

For transfection. DNA/CioC^"^ complexes were prepared by first mixing 5 |jg 
pCMV-Luc in 0.5 ml of HEPES (15 mM, pH = 8.5) to a final concentration of 
30 |jM with Cio-C^* detergent to a final concentration of 30 pM (1 eq) The 
solutions were gently mixed and left to oxidize for 24 h at room temperature. 
Next the complexes were mixed with hTf-pL36 conjugate in 50 pi of HEPES 
(15 mM, pH = 8.5) at a molar ratio of polylysine nitrogen atoms to DNA 
phosphate (N/P) of 0.1; 0.2; 0.5; 1.0 and incubated 30 min at room 
temperature. 

B16F10 adherent cells (NIH DCT Tumor Depository) were grown in DMEM 
supplemented with 10% fetal calf serum (FCS), 1% L-glutamine and 
antibiotics, and incubated at 37°C. Cells were transfected in 25 cm^ tissue 
flasks. 400 000 cells per flask were plated 18 h before transfection. The 
culture medium was replaced by a mixture of 0.55 ml transfection complex 
and 1 ml of DMEM (10% FCS, 1% L-glutamine, antibiotics) plus chloroquine 
to a final concentration of 100 pM. 

After 4 h at 37°C of incubation the transfection medium was replaced by 
2 ml of fresh culture medium. 

Luciferase activity was assayed 24 h after transfection. 
The results of the experiment are shown in Fig, 25. 
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Example 15 

Transfection of B16F10 cells: effect of inactivated adenovirus particles on 
the delivery of (CioC^*)2/DNA complexes 

For transfection. DNA/CioC^"" complexes were prepared by first mixing 5 pg 
pCMV-Luc in 0.5 ml of HEPES (15 mM, pH = 8.5) with C10-C^^ detergent 
to a final concentration of 30 pM (1 Eq.) The solutions were gently mixed 
and left to oxydize for 24 h at room temperature. In the next step to the 
complexes were added: 

1) Biotinylated, 8-MOP(Methoxypsoralen)-inactivated adenovirus 
particles dl1014 (8.6 x 10^ particles) treated with streptavidinylated 
polylysine(250) in 50 pi of HEPES (15 mM, pH = 8.5) and incubated 
30 min at room temperature. 

2) Biotinylated 8-MOP-inactivated adenovirus particles dl1014 (8.6 x 10^ 
particles) mixed with polyethylenimine (PEl, molecular weight 25 kDa) 
in 50 pi of HEPES (15 mM, pH = 8.5) at a molar ratio of PEl nitrogen 
atoms to DNA phosphate (N/P) of 0.4 or 1.0 and incubated 30 min at 
room temperature. 

After a further 30 min, the complexes were used for the transfection 
experiment. 

B16F10 adherent cells were grown in DMEM supplemented with 10% fetal 
calf serum (FCS), 1% L-glutamine and antibiotics, and incubated at 37°C. 
Cells were transfected in 25 cm^ tissue flasks. 500 000 cells per flask were 
plated 18 h before transfection. The culture medium was replaced by a 
mixture of 0.55 ml transfection complex and 1 ml of DMEM (10% FCS, 
1 % L-glutamine, antibiotics). 

After 4 h at 37°C of incubation, to the transfection medium 1 ml of fresh 
culture medium was added. 
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The cells were harvested 24 h after transfection and extracts were 
prepared. The resulting luciferase activity (corresponding to 500 000 cells) 
is shown in Fig. 26. 



Example 16 

Connplex formation and concentration for in vivo application 

Complexes were fonned with pCMVL plasmid DNA and detergent CioC°* 
by addition of a concentrated CioC°* stock solution (7.2 mM in ethanol; after 
determined by the thiol assay with Elmann's reagent) to a solution of 
pCMVL plasmid DNA in HEPES buffer (15 mM, pH = 8.5). 
80 Mg pCMV-Luc DNA was added to a final concentration of 30 pM (in 8 ml 
of buffer) before addition of the detergent. CioC^* was Injected to a final 
concentration of: 



1) 30pM(1eq) 

2) 21 pM (0.7 eq) 

The solutions were gently mixed and left to oxidize for 24 h at room 
temperature. In the next step. 0.8 ml of 50% glucose was added to bring the 
solutions to 5% glucose concentration. 

The samples were concentrated with Vivaspin 4 concentrators. 100 
000 MW membrane. After centrifugation at up to 4000 rpm, 0.3 ml of 
complexes containing 



1 ) 44 pg pCMVL DNA (55% yield) 

2) 50 pg pCMVL DNA (63% yield) 
were obtained. 
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Example 17 

Intradermal gene delivery of (CioC°*)2/DNA complexes in vivo 

Complexes were prepared as described in example 16. 

To a solution of pCMVL DNA (80 In 8 ml of buffer; 30 pM) CioC°* 

detergent was added to a final concentration of: 

1) 21|jM(0.7eq) 

2) 30|jM(1.0eq) 

3) 37.5 pM (1 .25 eq) 

4) 45MM(1.5eq) 

After concentration with Vivaspin concentrators, 0.3 ml of complexes 
containing 

1 ) 43 pg pCMVL DNA (53% yield) 

2) 53 pg pCMVL DNA (65% yield) 

3) 47 pg pCMVL DNA (58% yield) 

4) 33pgpCMVLDNA(41%yield) 
were obtained. 

The complexes were applied in adequate quantities to introduce 10 pg of 
pCMVL DNA per mouse in each case. 

The following volumes/mouse were injected in the various groups: 

1) 0.7eqof C10-C®*/DNA in 70 pi of solution 

2) 1 .0 eq of CioC°VDNA in 57 pi solution 

3) 1.25eqof CioC®*/DNA in 64 pi solution 

4) 1 ,5 eq of CioC®*/DNA in 90 pi solution. 

For the in vivo experiments, female A/J mice aged from 8 to 12 weeks 
(Harian) were used. The method of intradermal application of complexes, 
the preparation of the tissue samples and the quantification of luciferase 
expression by chemilumlniscence assay was the same for all experimental 
groups. After shaving the backs of the mice one day before, the CiqC^VLuc 
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DNA complexes were injected intradermally using (0.40 mm x 21 mm) 
injection needles. The injection sites were marked. 24 h later, after 
sacrificing the mice, the injection sites with an average diameter of 15 mm 
were resected. The skin including the underlying fat tissue was added to 
600 |jl TRIS buffer and frozen. To quantify luciferase expression, the frozen 
skin sites were smashed. AftenA^ards the samples were centrifuged at a 
temperature of 4°C for 8 min (15000 rpm). Luciferase expression was 
measured from the supernatant. 

Luciferase gene expression (in relative light units / site) at 24 h after 
injection is shown in Fig. 27 (mean values and STDEV of every group). 
Similar expression levels were obtained in the range of 0.7 Eq. to 1 .25 Eq. 
ofCioC^VDNA. 

Example 18 

Intradermal gene delivery of (CioC^"')2/DNA complexes in vivo 

Complexes (for group 1) were prepared as described in example 16. 

To a solution of pCMVL DNA (100 yg in 10 ml of buffer; 30 pM) was addded 

CioC^* detergent to a final concentration of 30 pM (1 Eq.) and left to 

oxidize. At the'end. 1 ml of 50% glucose was added to bring the solutions to 

5% glucose concentration. After concentration with Vivaspin concentrator, 

0,4 ml of complex containing 60 pg pCMVL DNA (60 % yield) were 

obtained. 

Group 2) contains 41 pi of the same pCMVL DNA stock solution mixed with 
229 pi water (Aqua bidest.) and 30 pi 50 % glucose to get a final 
concentration of 10 pg pCMVL DNA / 50 pi solution. 
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For group 3), 2 |jl of the pCMVL DNA stock solution were added to 268 pi 
water (Aqua bidest.) and 30 pi 50% glucose to get a DNA concentration of 
0.5 pg/50 pi. 

In the three groups the following amounts of DNA or complexes were 
applied: 

1 ) 1 .0 eq CioC®*/DNA (1 0 pg) 

2) naked pCMVL DNA (10 pg/50 pi) 

3) naked pCMVL DNA (0.5 pg/50 pi) 

The different groups were injected intradermal and the injection sites were 
obtained 24 h later as described in example 1 7. Luciferase activity (in 
relative light units / site) of protein extracts is shown in Fig. 28 (as mean 
values and STDEV of every group). 

Example 19 

Intradermal delivery of CioC*^*/pCMVL/MannlTC-PEI(25KDa) complexes in 
vivo 

For group 1 , CioC®*/DNA complexes were prepared as described in 
example 17, followed by coating with mannosylated polyethylenimine (PEI). 
To a solution of pCMVL DNA (100 pg in 10 ml of buffer; 30 pM) was addded 
CioC°* detergent to a final concentration of 30 pM (1 eq) and left to oxidize. 
In the next step, the complex was mixed with 30 pg MannlTC-PEI (25 kDa) 
conjugate, the preparation of which is described below, at a molar ratio of 
PEI nitrogen atoms to DNA phosphate (N/P) of 2.4 and incubated 30 min at 
room temperature. At the end, 1 ml of 50 % glucose was added to bring the 
solutions to 5 % glucose concentration. After concentration, 0.25 ml of 
complex containing 21 pg pCMVL DNA (21 % yield) were obtained. 
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For group 2) analogous complexes, but without CioC^"", were prepared by 
mixing pCMVL and MannlTC-PEI (25KDa) at a molar ratio of PEI nitrogen 
atoms to DNA phosphate (N/P) of 2.4. The mixture of 60 pg pCMVL DNA in 
120 pi and 18 pg of MannlTC-PEI (25KDa) in 150 pi were incubated for 
20 min (at room temperature). Afterwards 30 p 50 % glucose was added to 
get a final concentration of 5 % glucose. 

Following groups were administered (10 pg DNA and 3 pg MannoselTC- 
modified PEI in 50 pl/mouse): 

1 ) CioC^VpCMVL/ MannlTC-PEI(25KDa) N/P= 2.4 

2) pCMVL/ MannlTC-PEI (25KDa) N/P= 2.4 

Skin sites were obtained 24 h after intradermal injection and luciferase 
expression was measured. Expression (in relative light units/site) is shown 
in Fig. 29 (as mean values and STDEV of every group). 

MannlTC-PEI(25KDa), a conjugate which has mannose linked to PEI via a 
phenylisothiocyanate bridge, was prepared by using 
mannopyranosylphenylisothiocyanate (ManlTC, Sigma) as coupling 
reagent. Coupling was performed by reacting 25 mg PEI (25 kDa molecular 
weight, Aldrich) in 0.33 ml 250 mM aqueous sodium chloride with 25 mg 
ManlTC in 0.2 ml dimethylsulfoxide for at least one day, followed by dilution 
with 4 ml water and adjustment to 0.5 M sodium chloride, cation exchange 
chromatography (Biorad Macroprep High S, salt gradient from 0.5 M to 3 M 
sodium chloride) and dialysis against 150 mM sodium chloride. ManlTC-PEI 
(25KDa) contains PEI/ManlTC at a 1.4:1 weight ratio. This represents an 
average modification of every tenth PEI (25 kDa) nitrogen with mannose. 
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Example 20 

Transfection of BNL CL.2 cells with (Ci2CO)2/DNA complexes 

The solution was prepared by mixing pCMVL (30 pM phosphate) with 
different amounts of the ornithyl-cysteine-dodecylamide detergent C12CO 
(Example 4, step 4; 4 eq correspond to 60 C12CO) in Tris/HCI 15 mM 
pH 8.4 buffer and leaving the solution in aerobic condition during 24 h. Cells 
were seeded at 50.000 cells per well in 24-well dishes 18 h before 
transfection. An aliquot of the complex mixture (corresponding to 2 |jg 
plasmid per well) was added to the cells maintained in serum-free DMEM 
medium. After 2.5 h 10 % of serum was added. Luciferase gene expression 
was monitored 24 h later. The results are shown in Fig. 30. 
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Claims 



1 , A particle for transfecting higher eucaryotic cells with nucleic acid 
molecules in vitro and in vivo comprising one or more nucleic acid 
molecules condensed by organic cationic molecules, said particles 
being obtained by complexing the nucleic acid molecules with identical 
or different organic cationic precursor molecules without crosslinking 
nucleic acid molecules, and covalently linking the precursor molecules 
to each other on the the nucleic acid template. 

2, The transfection particle of claim 1 , wherein the cationic molecules are 
lipids obtained by dimerization or oligomerization of cationic detergent 
precursor molecules. 

3, The transfection particle of claim 2, wherein the cationic detergent 
precursor molecules comprise: 



a) at least one function for binding to one or more other 
detergent molecules, 

b) at least one lipophilic residue, 

c) a non-toxic recipient backbone, 

d) a cationic group for binding to nucleic acid molecules. 

4. The transfection particle of claim 3, wherein the function of the cationic 
precursor detergent molecules for binding to other detergent 
molecules is a dimerizable or polymerizable function selected from 
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thiols, acid hydrazides, aldehydes, amines, and ethylene residues that 
are suitably substituted to provide enamines. 

5. The transfection particle of clainn 4, wherein the lipophilic residue is 
selected from lipophilic amides, esters or ethers. 

6. The transfection particle of claim 3, wherein the function for binding to 
nucleic acid molecules is selected from an amine or derivative thereof. 

7. The transfection particle of claim 6, wherein the function for binding to 
nucleic acid molecules is guanidine. 

8. The transfection particle of claim 1 , wherein the organic cationic 
precursor molecule is represented by general formula I 




(I) 

wherein 

Ri denotes (Ci-Cio-alkylene)-SH. wherein the alkylene radical 
may represent a straight chained or branched hydrocarbon; 

R2 denotes -NR4R5, -NHR4R5^, -N(R4)2R5^ -C(=NR4)NR5R6, 
-C(=X)-Ci-Cio-alkylene. wherein the alkylene radical may represent a 
straight chained or branched hydrocarbon and may be substituted by 
up to four dialkyi amino groups or a thiomonosaccharide; 

R3 denotes Cs-Cao-alkyI, straight chained or branched and 
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optionally substituted preferably with one or more halogen atonn(s) or 
dialkyi amino group(s), or 

Cs-Cao-alkenyl, straight chained or branched having up to ten 
C=C-double bonds and is optionally substituted preferably with one or 
more halogen atom(s) or dialkyi amino group(s), or 

Cs-Cao-alkinyl, straight chained or branched having up to ten 
C^C-triple bonds and is optionally substituted preferably with one or 
more halogen atom(s) or dialkyi amino group(s). or 

Ce-Cio-aryl optionally substituted, or 

C7-Ci6-aralkyl optionally substituted, or a 

Cs-Cao-alkyl-chain interrupted by up to 10 amino groups -NR4- and 
having optionally an amino-group which is optionally substituted by an 
amino acid; 

R4, R5 and Re denote independently from each other hydrogen or 
CrC4-alkyl; 

X denotes O or S; 

Y denotes C=0 or C=S and 

Z denotes O, S or -NR4-. 

9. The transfection particle of claim 8. wherein the cationic precursor 
molecules correspond to general formula I. wherein 
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Ri denotes (Ci-C6-alkylene)-SH, wherein the alkylene radical 
may represent a straight chained or branched hydrocarbon; 

R2 denotes -NR4R5, -NHR4R5^ -N(R4)2R5*. -C(=NR4)NR5R6. 
-C(=X)-Ci-C4-alkylene, wherein the alkylene radical may represent a 
straight chained or branched hydrocarbon and may be substituted by 
up to four amino radicals -NR4R5 or a thiomonosaccharide; 

R3 denotes C5-C20"alkyl, straight chained or branched and 
optionally substituted preferably with F, CI, Br or -NR4R5, or 

C5-C2o-alkenyI, straight chained or branched having up to five 
C=C-double bonds and is optionally substituted preferably with F, CI, 
Br or -NR4R5. or 

C5-C2o-alkiny!, straight chained or branched having up to five 
C=C-triple bonds and is optionally substituted preferably with F. CI. Br 
or -NR4R5, or 

Ce-Cio-aryl optionally substituted preferably with Ci-C4-alkyl ,F, CI, Br 
or -NR4R5. or 

C7-Ci4-aralkyl optionally substituted preferably with Ci-C4-alkyl. F. CI. 
Br or -NR4R5, or 

a C5-C2o-alkyl chain interrupted by up to 10 amino groups -NR4- and 
having optionally a -amino-group which is optionally substituted by an 
amino acid; 

R4. R5 and Rq denote independently from each other hydrogen or 
Ci-C4-alkyl; 
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X denotes O or S; 

Y denotes C=0 or C=S and 

Z denotes O, S or -NR4-. 

10. The transfection particle of claim 8, wherein the cationic precursor 
molecules correspond to general formula I, wherein 

Ri denotes (Ci-C4-aIkylene)-SH, wherein the alkylene radical 
may represent a straight chained or branched hydrocarbon; 

R2 denotes -NR4R5, -NHR4R5'', -N(R4)2R5^-C(=NR4)NR5R6, 
-C(=X)-Ci-C4-alkyl, wherein the alkyi radical may represent a straight 
chained or branched hydrocarbon and may be substituted by up to 
four amino radicals -NR4R5, or a thiomonosaccharide; 

R3 C5-Ci2-alkyl, straight chained or branched and optionally 
substituted preferably with F, CI, Br or -NH2, or a 

C5-Ci5-alkyl chain interrupted by up to 7 amino groups -NR4- and 
having optionally a -amino-group which is optionally substituted by the 
amino acid cysteine; 

R4. R5 and Re denote independently from each other hydrogen or 
methyl, ethyl, propyl, iso-propyl, n-butyl. iso-butyl or tert.-butyl; 

X denotes O or S; 



Y 



denotes C=0 or C=S and 
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Z denotes O, S or -NR4-. 

1 1 . The transfection particle of claim 8, wherein the cationic precursor 
molecules correspond to the general formula I, wherein 

Ri denotes -CH2-SH; 

R2 denotes -NH2, -NH3^ -C(=N*H2)NH2. -C(=0)-CrC4-alkyl 
straight chained or branched and optionally substituted with F. CI, Br 
or-NH2, 

or an ornithine radical or a S-galactosyl radical; 

R3 denotes a Ce-Cis-alkyI radical straight chained or branched 
and optionally substituted preferably with F, CI, Br or -NH2; 

Y denotes C=0; 

Z denotes O or -NH-. 

1 2. The transfection particle of one of claim 8 to 1 1 , wherein R2 is 
guanidine ornithine. 

13. The transfection particle of one of claim 8 to 12, wherein R3 is a decyl 
radical. 

14. The transfection particle of one of claim 8 to 1 1 , wherein Ri is a 
methylenethiol, R2 is a guanidine, Rais a straight chained decyl 
radical, Y is a carbonyl, Z is an amine, and pharmaceutically 
acceptable salts thereof. 
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15. The transfection particle of claim 14. wherein the cationic molecule is 
N-decyl-2-guanidinium-cysteine. 

16. The transfection particle of one of claim 8 to 1 1 , wherein Ri is a 
methylenethiol, R2 is an ornithine, R3 is a decane, Y is a carbonyl, Z is 
an amine, and pharmaceutically acceptable salts thereof. 

17. The transfection particle of claim 16. wherein the cationic molecule is 
N-decyl-2-ornithinyl-cysteine. 

1 8. The transfection particle of one of claim 8 to 1 1 , wherein the 
monosaccharide which is bonded via a sulfur atom is selected from 
the group consisting of galactose, lactose, glucose, arabinose , 
fructose, sorbose, xylose, ribose, mannose each of them in their D- or 
L-form, 

1 9. The transfection particle of claim 1 . wherein the cationic precursor 
molecule is a polyamine. 

20. The transfection particle of claim 19, wherein the cationic precursor 
molecule is a spermine derivative. 

21 . The transfection particle of claim 20, wherein the cationic precursor 
molecule is spermine-N1,N12-bis-cysteineamide. 

22. The transfection particle of claimi to 21 , wherein the linkage between 
the cationic molecules is degradable under cellular conditions. 

23. The transfection particle of claim 1 which comprises a single nucleic 
acid molecule. 
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24. The transfection particle of claim 1 or 23, wherein the nucleic acid 
molecule is a DNA molecule. 

25. The transfection particle of claim 24, wherein the DNA molecule is a 
plasmid. 

26. The transfection particle of claim 1 , wherein the nucleic acid molecule 
is an RNA molecule. 

27. The transfection particle of any one of claims 1 to 26, characterized in 
that it carries one or more cellular targeting functions and/or one or 
more functions capable of facilitating endocytosis. 

28. The transfection particle of claim 27, wherein said functions are linked 
to the cationic molecules. 

29. The transfection particle of claim 27, wherein said functions are linked 
to nucleic acid binding molecules that are present in addition to the 
cationic molecules. 

30. The transfection particle of claim 27, wherein the targeting function is a 
cellular protein ligand. 

31 . The transfection particle of claim 27, wherein the targeting function is a 
sugar residue. 

32. The transfection particle of claim 31 , wherein the sugar is galactose. 

33. The transfection particle of claim 31 , wherein the sugar is mannose. 
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34. The transfection particle of claim 1 , characterized in that it carries one 
or more endosomolytic functions. 

35. The transfection particle of claim 34, wherein said endosomolytic 
functions are linked to the cationic molecules. 

36. The transfection particle of claim 34, wherein said functions are linked 
to nucleic acid binding molecules that are present in addition to the 
cationic molecules. 

37. The transfection particle of claim 34, wherein the endosomolytic 
function is a fusogenic peptide. 

38. The transfection particle of claim 34, wherein the endosomolytic 
function is a virus. 

39. The transfection particle of claim 38. wherein the virus is an 
adenovirus. 

40. A method for preparing transfection particles of any of claims 1 to 39, 
wherein cationic precursor molecules are added to nucleic acid 
molecules in a suitable buffer, allowed to form complexes with the 
nucleic acid and allowed to covalently link to identical or different 
cationic precursor molecules on the nucleic acid template. 



41. 



The method of claim 40, wherein the cationic precursor molecules are 
lipophilic and are allowed to covalently link under mild oxidative 
conditions. 
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42. A pharmaceutical composition comprising a phamriaceutically effective 
amount of the transfection particle of claim 1 . wherein the nucleic acid 
molecule is therapeutically active. 

43. The pharmaceutical composition of claim 42, wherein the nucleic acid 
molecule is a plasmid encoding a therapeutically active protein. 

44. A method for introducing therapeutically active nucleic acid into a 
mammal, wherein a transfection particle of claim 1 is administered to 
said mammal intradermally. 

45. A kit of parts comprising one or more nucleic acid molecules, one or 
more cationic precursor molecules, suitable buffers, and other 
reagents or mechanical devices that are useful for preparation, 
purification and in vitro or in vivo application of a transfection particle 
of any one of the claims 1 to 39. 

46. The kit of parts of claim 45 comprising in addition or more functions for 
cellular targeting. 

47. The kit of parts of claim 45 comprising in addition once or more 
endosomolytic functions. 
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□ This report is also accompanied by ANNEXES, i.e. sheets of the description, claims and/or drawings which have 
been amended and are the basis for this report and/or sheets containing rectifications made before this Authority 
(see Rule 70.1 6 and Section 607 of the Administrative Instructions under the PCT). 

These annexes consist of a total of sheets. 



3. This report contains indications relating to the following items: 

I S Basis of the report 

II □ Priority 

III H Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 

IV □ Lack of unity of invention 

V H Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability: 

citations and explanations suporting such statement 

VI S Certain documents cited 

VII □ Certain defects in the international application ~ 

VIII S Certain observations on the international application 
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INTERNATIONAL PRELIMINARY 
EXAMINATION REPORT 



International application No. PCT/EP98/07695 



t. Basis of the report 

1 This report has been drawn on the basis of (substitute sheets wtiich have been furnished to the receiving Office in 
* response to an invitation under Article 14 are referred to in this report as "originally filed" and are not annexed to 
the report since they do not contain amendments.) : 

Description, pages: 

1 ^1 as originally filed 



Claims, No.: 
1-47 



as originally filed 



Drawings, sheets: 

1 /34-34/34 as originally filed 

2. The amendments have resulted in the cancellation of: 

□ the description, pages: 

□ the claims, Nos.: 

□ the drawings, sheets: 

3. □ This report has been established as if (some of) the amendments had not been made, since they have been 

considered to go beyond the disclosure as filed (Rule 70.2(c)): 

4. Additional observations, if necessary: . 



Ill 



. Non-establishment of opinion with regard to novelty, inventive step and Industrial applicability 



The questions whether the claimed invention appears to be novel, to involve an inventive step (to be non-obvious), 
or to be industrially applicable have not been examined in respect of: 



□ the entire international application. 
IS claims Nos. 44. 



because: 
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El the said international application, or the said claims Nos. 44 relate to the following subject matter which doe 
not require an international preliminary examination (specify): 

see separate sheet 

□ the description, claims or drawings {indicate particular elements beloW) or said claims Nos. are so unclear 
that no meaningful opinion could be formed (specify^: 



□ the claims, or said claims Nos. are so inadequately supported by the description that no meaningful opinion 
could be formed. 

□ no international search report has been established for the said claims Nos. . 



V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial 
applicability; citations and explanations supporting such statement 

1. Statement 

Novelty (N) Yes: Claims 1 -47 

No: Claims 

Inventive step (IS) Yes: Claims 1-47 

No: Claims 

Industrial applicability (lA) Yes: Claims 1-43,45-47 

No: Claims 



2. Citations and explanations 



see separate sheet 



VIII. Certain observations on the international application 

The following observations on the clarity of the claims, description, and drawings or on the question whether the 
claims are fully supported by the description, are made: 

see separate sheet 
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Section III 

1 . Claim 44 relates to subject-matter considered by this Authority to be covered by 
the provisions of Rule 67.1 (iv) PCT. Consequently, no opinion will be formulated 
with respect to the industrial applicability of the subject-matter of these claims 
(Article 34(4)(a)(i) PCT). 

Section V 

1. Subject matter 

The independent claims relate, in essence, to either a particle comprising nucleic 
acid molecules condensed by organic cationic molecules (claim 1), a method for 
preparing the transfection particles in claims 1-39 by adding cationic precursor 
molecules to nucleic acid molecules (claim 40), a pharmaceutical composition 
comprising the particle in claim 1 , wherein the nucleic acid molecule is 
therapeutically active (claim 42), a method of introducing a therapeutically active 
nucleic acid into a mammal by administering the particle in claim 1 intradermally 
(claim 44), or a kit of parts comprising nucleic acid molecules, cationic precursor 
molecules, and suitable buffers (claim 45). 



2. Prior art 

D1 : REIMER, DOROTHY L. ET AL: 'Formation of Novel Hydrophobic 

Complexes between Cationic Lipids and Plasmid DNA* BIOCHEMISTRY 
(1995). 34(39), 12877-83 CODEN: BICHAW;ISSN: 0006-2960,1995, relates 
to the formation of hydrophobic DNA/lipid complexes as carrier systems for 
plasmid DNA. 

D2: GERSHON, HEZI ET AL: 'Mode of fomnation and structural features of DNA 
-cationic liposome complexes used for transfection' BIOCHEMISTRY (1993), 
32(28), 7143-51 CODEN: BICHAW;ISSN: 0006-2960,1993, relates to a 
model according to which cationic liposomes (DOTMA) bind to DNA 
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nnolecules to fornn clusters of aggregated vesicles along the nucleic acids. 
The complexes formed between the cationic liposomes and nucleic acids 
serve as highly efficient vehicles for DNA delivery. 

D3: WO 93 07283 A (BOEHRINGER INGELHEIM INT ;UNIV NORTH 

CAROLINA (US); GENENTECH INC) 15 April 1993 cited in the application, 
relates to compositions comprising nucleic acids, an organic polycation, and 
an endosomolytic agent (abstract, page 18) for the internalization into higher 
eucaryontic cells. The endosomolytic agent consists of virus, a virus 
component, or a peptide with endosymolytic properties. 

3. Noveltv 

The following will apply after the objections raised in Section VIII have been 
overcome: 

The claims are novel because, in comparison with the particle claimed, the 
particles in the prior art appear to lack the covalent linkage of the precursor 
molecules to each other. 

4. Inventive step 

4.1 The prior art describes virus-free nucleotide particles which are counterion- 

condensed by either cationic polymers or cationic lipids—both of which are efficient 
in transfecting cells in culture but poor at diffusing within a tissue or blood vessel 
because of the formation of multimolecular and polydisperse aggregates— or by 
cationic detergents which have a high water solubility, and their fast release into 
the environment induces DNA-decondensation and detergent-related cytotoxicity 
(cf. pages 1 and 2 of the description). 

The particles of the invention appear to be free of aggregated nucleic acid due to 
the use of small cationic/bifunctional precursor molecules and are therefore 
capable, on the one hand, of complexing the nucleic acid molecules without 
aggregating or crosslinking them and, on the other, of covalently linking to the 



Form PCT/Separate SheeV409 (Sheet 2) (EPO-April 1997) 



INTERNATIONAL PRELIMINARY International application No. PCT/EP98/07695 
EXAMINATION REPORT - SEPARATE SHEET 



other cationic precursor molecules for stabilizing the particle (cf. page 3 of the 
description). 

The cationic precursor molecule is converted on the DMA into a lipid via air- 
induced dimerization. However, the particle seems to differ from the transfection 
particles prepared by adding plain lipids to the nucleic acid molecules, which 
results in multimolecular and polydisperse aggregates (cf. page 5 in the 
description). 

4.2 The following will apply after the objections raised in Section VIII have been 
overcome: 

The gist of the invention appears to be the linkage of the precursor molecules to 
each other, which has been neither disclosed nor suggested in the prior art. 
Therefore, claims 1-47 appear to be inventive. 

5. Industrial aoplicabilitv 

For the assessment of the present claim 44 on the question whether they are 
industrially applicable, no unified criteria exist in the PCT. The patentability can 
also be dependent upon the formulation of the claims. 

The EPO does not, for example, recognize as industrially applicable the subject- 
matter of claims to the use of a compound in medical treatment, but may allow 
claims to a known compound for first use in medical treatment and the use of such 
a compound for the manufacture of a medicament for a nevy medical treatment. 

Section VI 

1 . The attention of the applicant is directed to the following documents, published 
after the priority date: 

WO 98/10649 (priority: 13.09.1996 and 29.10.1996, filing: 11.09.1997, publication: 
19.03.1998), 
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2. The following documents could become novelty destroying in the regional phases 
if the priority of the application is found invalid: 

BLESSING, THOMAS ET AL: 'Monomolecular collapse of plasmid DMA into 
stable virus-like particles' PROC. NATL. ACAD. SCI. U. S. A. (1998), 95(4), 1427- 
1431 CODEN: PNASA6;ISSN: 0027-8424,1998. 

BLESSING, THOMAS ET AL: Template Oligomerization of DNA-Bound Cations 
Produces Calibrated Nanometric Particles' J. AM. CHEM. SOC. (1998). 120(33). 
8519-8520 CODEN: JACSAT;ISSN: 0002-7863. 1998. 

BLESSING. THOMAS ET AL: 'Monomolecular collapse of plasmid DMA into 
stable virus-like particles.' JOURNAL OF LIPOSOME RESEARCH, (FEB.. 1998) 
VOL. 8, NO. 1, PP. 4. MEETING INFO.: SIXTH LIPOSOME RESEARCH DAYS 
CONFERENCE LES EMBIEZ, FRANCE MAY 28-31, 1998 ISSN: 0898-2104. 



Section VIII 

1 . Claim 46 describing a kit of parts "comprising in addition or more functions for 
cellular targeting" does in the current formulation not specify the contents of the kit 
and. therefore, renders the claim unclear. 

2. Claim 47 describing a kit of parts "comprising in addition once or more for 
endosomolytic functions " does in the current formulation not specify the contents 
of the kit and, therefore, renders the claim unclear. 

3. Claims 27 and 34 refer to an particle which is characterized only by a result to be 
achieved, viz.. "that it carries one or more cellular targeting functions and/or one 
or more functions capable of facilitating endocytosis" which renders the claims 
unclear (cf. PCT Preliminary Examination Guidelines, C-lll, 4.7). 

The objection can be overcome by defining the chemical nature of these 
functions. 
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FOR FURTHER Notification of Transmittal of International Search Report 

(Form PCT/ISA/220) as well as, where applicable, item 5 below. 

ACTION 


International application No. 
PCT/EP 98/07695 


International filing date (day/month/year) 

28/11/1998 


(Earliest) Priority Date (day/month/year) 

04/12/1997 


Applicant 

BOEHRINGER INGELHEIM INTERNATIONAL GMBH et al . 



This International Search Report has been prepared by this International Searching Authority and is transmitted to the applicant 
according to Article 18. A copy is being transmitted to the International Bureau. 



. sheets- 



Thts International Search Report consists of a total of H 

[X] It is also accompanied by a copy of each prior art document cited in this report. 



Basis of the report 

a. With regard to the language, the international search was carried out on the basis of the international application in the 
language in which it was filed, unless otherwise indicated under this item. 

I I the international search was carried out on the basis of a translation of the international application furnished to this 
Authority (Rule 23.1(b)). 

b. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international search 
was carried out on the basis of the sequence listing : 

contained in the international application in written form. 

filed together with the international application in computer readable form, 
furnished subsequently to this Authority in written form, 
furnished subsequently to this Authority in computer readble form. 

the statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 
international application as filed has been furnished. 

the statement that the information recorded in computer readable form is identical to the written sequence listing has been 
furnished 



□ 
□ 
□ 
□ 
□ 

□ 



[X] Certain claims were found unsearchable (See Box I). 
I I Unity of invention is lacking (see Box II). 



4. With regard to the title, 

PC] the text is approved as submitted by the applicant. 

I I the text has been established by this Authority to read as follows: 



5. With regard to the abstract, 

pr[ the text is approved as submitted by the applicant. 

□ the text has been established, according to Rule 38.2(b), by this Authority as it appears In Box III. The applicant may, 
within one month from the date of mailing of this international search report, submit comments to this Authority. 

6. The figure of the drawings to be published with the abstract is Figure No. 



I I as suggested by the applicant. \~\ None of the figures. 

I I because the applicant failed to suggest a figure. " 
I I because this figure better characterizes the invention. 
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Box I Observations where certain claims were found unsearchable (Continuation of item 1 of first sheet) 

This International Search Report has not been established in respect of certain claims under Article I7(2)(a) for the following reasons: 



Claims Nos.: 1-47 

because they relate to subject matter not required to be searched by this Authority, namely: 

In view of the large number of compounds which are designed by the 
compounds mentioned in the claims, the search was limited to the 
compounds for which pharmacological data was given and/or the compounds 
mentioned in the claims or examples. 

2. Claims Nos.: 

because they relate to parts of the International Application that do not comply with the prescribed requirements to such 
an extent that no meaningful International Search can be carried out, specifically: 



3. Claims Nos.: 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 

Box il Observations where unity of invention is lacking (Continuation of item 2 of first sheet) 

This International Searching Authority found multiple inventions in this international application, as follows: 



1 . I I As all required additional search fees were timely paid by the applicant, this International Search Report covers all 
' ' searchable claims. 



2. I I As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment 
of any additional fee. 



3. I I As only some of the required additional search fees were timely paid by the applicant, this International Search Report 
' 1 covers only those claims for which fees were paid, specifically claims Nos.: 



4. I I No required additional search fees were timely paid by the applicant. Consequently, this International Search Report is 
restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark on Protest | | The additional search fees were accompanied by the applicant's protest. 

I I No protest accompanied the payment of additional search fees. 
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Citation of document, with indication, where appropriate, of the relevant passages 
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0027-8424,1998, XP002066309 
cited in the application 
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figure 7 

-/-- 


1-47 


j 1 Further documents are listed in the continuation of box C. 


j)( j Patent family members are listed in annex. 


Special categories of cited documents : 

"A" document defining the general state of the art which is not 

considered to be of particular relevance 
"E" earlier document but published on or after the international 

filing date 

"L" document which may throw doubts on priority claim(s) or ■ 
which is cited to establish the publication date of another 
citation or other special reason (as specified) 

"O" document referring to an oral disclosure, use, exhibition or 
other means 

"P" document published prior to the international filing date but 
later than the priority date claimed 


T" later document published after the international filing date 
or priority date and not in conflict with the application but 
cited to understand the principle or theory underlying the 
invention 

'X" document of particular relevance; the claimed invention 
cannot be considered novel or cannot be considered to 
involve an inventive step when the document is taken alone 

'Y" document of particular relevance; the claimed invention 

cannot be considered to involve an inventive step when the 
document is combined with one or more other such docu- 
ments, such combination being obvious to a person skilled 
in the art. 
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Date of mailing of the international search report 
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